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Abstract 
 
Introduction 
For patients with a variety of end stage lung diseases, lung transplantation has become an 
effective therapy. Chronic allograft rejection occurs in over 50% of patients 5 years post 
transplantation however. Although alloimmune-mediated injury directed against 
endothelial and epithelial structures were traditionally thought to be the major culprit,  
non-alloimmunologic inflammation after bile acid aspiration has been implicated in cystic 
fibrosis (CF) lung injury, after transplantation.  
 
Hypothesis 
Reflux with aspiration of bile acid is present in the lower airways of people with cystic 
fibrosis associated lung injury before and after transplantation. Bile acid challenge would 
cause cytoxicity and release of inflammatory mediators from patient derived primary 
epithelial cells (PBECs), before and after transplantation. 
 
Methods 
PBECs from lung transplantation patients, explanted CF patient cultures and a goblet cell 
line were used to perform proof of concept experiments. In these experiments the effect 
of individual primary and secondary bile acids, porcine pepsin, different patient derived 
gastric juices (whole or filtered and dialysed) samples and an artificial bile acid mixture 
were evaluated. Cell death, Interleukin 8 (IL-8), Interleukin 6 (IL-6) and Granulocyte 
Macrophage Colony Stumulating Factor (GMCSF) production were measured by Titer 
blue and multiplex ELISA. 
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Results  
 
 Epithelial cells can be cultured successfully from the bronchial brushings of lung 
transplant recipient, CF patient explanted lungs and a Goblet cell line.  
In work connected with this study my research group has demonstrated that the lungs of 
people with advanced CF lung disease removed at the time of transplantation contained 
significant levels of bile acids higher than expected based on normal serum levels. I 
therefore tested the effects of bile acids on PBECs from lung transplant and CF patients. 
Challengesof ≥10mol/l was associated with significant cell death. Potentially 
physiological challenges with 1, 5 and 10 mol/l bile acids led to a significant release of 
pro-neutrophilic cytokines from lung transplant PBECs and CF PBECs .The goblet cell 
line HT-29 MTX was resistant to bile acids. 
 
Conclusion 
Aspiration of bile acids in CF lungs before and after transplantation may cause cell 
damage and inflammation. This injury may benefit from medical and surgical treatments 
for reflux, which may benefit the lung allograft generally. 
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1. Introduction 
 
Lung transplantation remains the only therapy that can restore selected patients with end 
stage lung disease towards better health (Meachery et al., 2008). In the last two decades 
lung transplantation has become a practical option for end stage lung diseae (Trulock et 
al., 2005). The survival of pulmonary patients at 5 years after lung transplantation is only 
49% however, and is unsatisfactory (Trulock et al., 2005). Long-term patient survival of 
lung transplant recipients is limited by the development of bronchiolitis obliterans 
syndrome (BOS), a clinically measured decrease in allograft function. It is the major 
reason behind the death of adult lung transplant recipients more than one year post 
transplantation (Trulock et al., 2005). Therefore, there is an urgent need to understand the 
mechanisms by which BOS develops. 
Peribronchiolar lymphocytic infiltrates, fibrous scarring and luminal narrowing of the 
small airways are the histological characteristics of the fibroproliferative progression of 
obliterative bronciolitis (OB), which is the histological cause of BOS as defined by Burke 
and colleagues (Burke et al., 1984). The development of OB and thus BOS is thought to 
be influenced by immune and non-immune mediated elements (Girgis et al., 1996, Fisher 
et al., 2002), with overall lung injury contributing to loss of function (Robertson et al., 
2009). The potential link between chronic aspiration and OB after heart-lung 
transplantation was recognised in an early study (Reid et al., 1990). High rates of 
gastroesophageal reflux with resultant aspiration are found after pulmonary 
transplantation (Kirk et al., 1990, Rinaldi et al., 1995). It is thought that, the aspiration of 
gastric components might cause allograft injury and OB directly by cuasing airway 
injury, inflammation and scarring. Aspiration may also cause an increase in acute and 
chronic rejection by exacerbating the alloimmune response (Li et al., 2008). 
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1.1 Literature review  
 
Between January 1995 and June 2009 the major indications leading to lung 
transplantation were, chronic obstructive pulmonary disease (COPD, 26%), idiopathic 
pulmonary fibrosis (IPF, 15%), cystic fibrosis (CF, 26%), α1-anti-trypsin deficiency 
emphysema (7%) and re transplantation (2%) (Figure 1). In the last decade, all the above 
mentioned diseases (except for CF) were considered suitable for single lung 
transplantation,  accounting for  the increased number of these operations (Hertz et al., 
2010). 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Cystic fibrosis (CF) is a common reason for lung transplantation at our centre with 30% 
of the total lung transplantations performed in Newcastle being for CF (Meachery et al., 
2008). Gastro-oesophageal reflux (GOR) is common in CF before and after 
transplantation and may be a particularly important contributor to chronic loss of lung 
function. In this population 31-81% of cystic fibrosis patients show increased acid GOR 
(Ledson et al., 1998, Brodzicki et al., 2002, Scott et al., 1985).  
Figure 1: Indications for adult lung transplantations Alpha-1, α 1-anti-trypsin deficiency 
emphysema, (COPD) Chronic Obstructive Pulmonary Disease, (CF) Cystic fibrosis, (IPF) 
Idiopathic Pulmonary Fibrosis, (IPAH) Idiopathic Pulmonary Arterial Hypertension, (Re-Tx) 
Re-Transplantation, PPH, primary pulmonary hypertension, Other includes: Sarcoidosis 
3.0%, Bronchiectasis 4.4%, Congenital Heart Disease1.3%, LAM 1.2% OB (non-ReTx) 
1.2%, Miscellaneous 5.8% by year (Hertz et al., 2010).  
 
 
7%
26%
26%
16% 5%
2%
17%
Alpha-1 COPD CF IPF IPAH Re-Tx Other*
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A reduced pressure of the lower oesophageal sphincter (LOS) (Ledson et al., 1998), 
increased number of transient LOS relaxations (Cucchiara et al., 1991), and postponed 
gastric emptying (Couturier et al., 2004), are some potential reasons for increased gastro-
oesophageal reflux in CF. It has also been argued that increased abdominal-thoracic 
pressure gradients during cough and/or physiotherapy (Ledson et al., 1998) is a possible  
reason behind increased GOR in CF. Measurement of acid GOR has been achieved by 
24h oesophageal pH monitoring in CF patients (Blondeau et al., 2008b). Acidity, volume 
and distribution of gastric contents are three factors which define the damaging potential 
of gastro-oesophageal reflux. A less acidic pH (between 7 and 4) in gastro-oesophageal 
reflux can also be found in the early postprandial period and during the night. The reflux 
make up of GOR could be changed because of the potential adjustability of the volume of 
gastric contents, acidity and concentration of bilio-pancreatic components in CF patients. 
The assessment of all kinds of gastro-oesophageal reflux incidents (acid and weakly 
acidic) (Sifrim et al., 2004) can only be made by the sensitive procedure of combined 
impedance-pH monitoring.  
Heartburn, regurgitation and even oesophagitis are typical GOR findings that could be 
caused by increased GOR in CF patients. A study of CF patients with increased acid GOR 
showed that they have lower levels of lung function than patients without GOR (Navarro 
et al., 2001). This shows the possibility that reflux-induced lung aspiration of gastric 
components is associated with declining lung function. Few studies have shown the 
existence of gastric components in bronchial secretions of CF patients, and any 
correlation between GOR and poor lung function does not mean that there is a causal link 
and does not necessarily show aspiration has occurred. In order to detect CF patients with 
increased GOR and risk of lung aspiration, the detection of gastric indicators in sputum is 
suggested as a surrogate marker for the increased proximal extent of GOR (Potluri et al., 
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2003). This may be a useful relatively non-invasive method e.g compared to 
bronchoscopic based BAL. 
Indicators of gastric contents in bronchoalveolar lavage (BAL) have been shown in 
patients after lung transplant (LTx) including transplanted CF patients during 
bronchoscopy (Stovold et al., 2007). It is known that lung transplant patients transplanted 
because CF have higher levels of pepsin and bile acid in their BAL fluid than other lung 
transplant recipients (Blondeau et al., 2008b). 
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1.2 Pepsin as a marker of reflux and aspiration  
Pepsins are acidic proteases with two aspartate residues at the active site (Szecsi, 1992).  
Pepsins have two fold symmetry of two almost identical lobes.  In between the two lobes 
is a central cleft that contains the aspartate residues Asp32 and Asp215.  The mechanism 
of peptide bond hydrolysis involves nucleophilic attack (Power, 1977). 
Pepsin is secreted in the stomach as an inactive zymogen (pepsinogen) which is 
spontaneously activated to pepsin at pHs below 5 with the loss of an N-terminal peptide. 
This results in a metastable molecule (Dee et al., 2006).  The loss of peptide on pHs 
activation and the instability of pepsin explain the irreversible inactivation of pepsin at 
PHs above 7.  Pepsin becomes unfolded at pHs above 7 and although it will refold to 
some extent if the pH is returned to acidic it is misfolded and inactive.  It fails to refold 
correctly due to the loss of absolute symmetry because the N terminal lobe has missing 
peptides compared to the C terminal lobe (Pearson, 2010). 
As a gastric protease pepsin is an important biomarker of reflux and because it retains 
activity up to pH 6.0 an important damaging agent in the aerodigestive tract (Bulmer et 
al., 2010a). 
In addition pepsin can be refluxed into the airways in an active form which will lose 
activity as the pH rises but will not be irreversibly inactivated as the pH will not rise 
much above pH 7.  Therefore it will remain stable and will regain activity as the Ph falls 
with the net reflux/aspiration event. 
Many reflux-related disorders indicate a major role for pepsin (Koufman, 1991). The 
majorty of reflux that leaves the oesophagus is likely to be adove pH4.0 and 
gastroesophageal refluxate, will always contain pepsin (Dunn, 2002, Johnston et al., 
2003, Piper and Fenton, 1965) It is also noteworthy that compared to the  esophageal 
epithelium, the laryngeal epithelium, and in particular the regions that contain respiratory 
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epithelium, are far more sensitive to damage by pepsin in the presence of acidic 
conditions, both strongly and weakly acidic (Johnston et al., 2003, Blondeau et al., 2010, 
Bulmer et al., 2010b). 
One of the potential pathophysiologic mechanisms of reflux (GOR) related to respiratory 
symptoms is microaspiration of gastric contents (Kiljander et al., 2002, Farrell et al., 
2006). Triggered after microaspiration, pulmonary clearance mechanisms and mucus 
bronchial secretion are more involved in the development of symptoms. Due to impaired 
clearance function, patients with cystic fibrosis and patients after lung transplantation 
(LTx) may have prolonged exposure of the bronchial epithelium to gastric contents 
(Veale et al., 1993). This exposure to gastric contents may cause bronchial epithelial cells 
to initiate an inflammatory reaction that further impairs lung function (Perng et al., 2007). 
Pepsin and bile acids luminal gastroduodenal components, have been detected in 
bronchial material of LTx recipients (D'Ovidio et al., 2005b, Ward et al., 2005).  Damage 
to lung tissue could result due the presence of low pH along with pepsin and bile acids 
(Porembka et al., 1993, Knight et al., 2004)  
Ward and colleagues have published on pepsin as a marker of aspiration. Pepsin is a 
proteolytic enzyme which is found in the stomach. Pepsin has been used as a biomarker 
of extra-oesophageal reflux in cystic fibrosis and bronchiectasis. Another use has been as 
a possible indicator for gastric aspiration in lung transplant patients, with the potential 
association with pulmonary damage and lung disease (Ward et al., 2005). Pepsin can also 
be used as an extra-oesophageal reflux biomarker in glue ear as well its ole in aspiration 
with pulmonary damage and lung disease (Tasker et al., 2002a, Tasker et al., 2002b).  
Currently there is no consensus as to the best measurement technology for pepsin. Gastric 
juice contains 0.1-0.6 mg/ml of pepsin, so if it was aspirated neat then the alveolar fluid 
when sampled by broncho alveolar lavage might include about 1-6 µg/ml assuming (100 
8 
 
fold dilution from the wash out with (saline). Different values, from different studies on 
lung  
pepsin have been published (Metheny et al., 2002) for example, recorded levels of upto 
9.5µg/ml in suctioned tacheal secretions from patients recieving mechanical ventilation 
with no saline dilution. Implying that gastric juice has been diluted ≈ 60 times in the 
lungs, and the lungs do not contain neat gastric juice. Whereas (Blondeau et al., 2008a) 
recorded levels of 2µg/ml in BAL. This would fit with a 100x dilution of whole gastric 
juice, suggesting aspiration of whole gastric juice. The variability in the literature makes 
it difficult to compare results between groups (Haslam et al., 1999). In addition assay 
strategies vary and pepsin has been measured by both enzyme linked immunosorbent 
assay (ELISA) and by enzymatic activity (Badellino et al., 1996). 
Work in our lab to assess pepsin levels in BAL samples, used ELISA, in these studies 
transplant patients were compared with control volunteers, median BAL pepsin levels 
were, 8.3 vs 1.1ng/ml respectively (P=0.02). This demonstrated that pepsin can be present 
in transplanted lungs before significant airflow limitation develops (Stovold et al., 2007) . 
The study included 36 patients who went through a lung transplant procedure and were 
divided into three groups: medically stable, patients with acute vascular rejection, and 
BOS patients. 
Acute vascular rejection patients had the highest levels of pepsin as well as inflammation, 
suggesting a possible relationship relationship between non-alloimmunue injury 
(aspiration) and alloimmune elements of injury (acute rejection). Proton Pump Inhibitor 
(PPI) treatment did not affect pepsin levels. It is important to note that in this study the 
effect of time post transplant was not considered when measuring pepsin levels (Stovold 
et al., 2007). Consequently a longitudinal study is required.  
Finding pepsin in BAL samples in the afore mentioned patients indicates the presence of 
micro-aspiration and this is also true in patients on proton pump inhibitor therapy. This 
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therapy does not preclude reflux but at least it should decrease the acidity (Wise and 
Murray, 2007). Consequently pepsin is a good candidate as a biomarker of 
reflux/aspiration if a sensitive and reproducible assay is widley available.  
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1.3 Bile acids as a marker of reflux and aspiration 
 
 
The bile acids are modified steroids and therefore can be named as acidic sterols (Klyne, 
1959). The principal bile acids synthesized by the human liver (Bjorkhem et al., 1983, 
Russell and Setchell, 1992) have hydroxyl groups substituted at the carbon positions C-3, 
C-7, and C-12. Relatively high proportions of bile acids hydroxylated at the C-1, C-2, C-
4, and C-6 positions have indicated that alternative pathways for bile acid synthesis and 
metabolism become quantitatively important during early development (Lester et al., 
1983, Setchell et al., 1988). The two bile acids referred to as ‘primary’ bile acids and 
synthesized by the liver are cholic acid (3a,7a,12-atrihydroxy- 5b-cholanoic acid) and 
chenodeoxycholic acid (3a,7a-dihydroxy-5b-cholanoic acid). In vivo these bile acids are 
greater than 90% conjugated to the amino acids glycine and taurine (Sjovall, 1959). The 
biosynthetic pathway for bile acids is depicted in (Figure 2). 
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Figure 2: The biosynthetic pathway for the primary bile acids pathway and the alternative or acidic pathway taken from (Heubi et al., 2007). 
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 In humans, the major solutes in bile consist of bile acids conjugated with glycine and 
taurine while unconjugated bile acids are almost non-detectable in normal bile (Bjorkhem 
et al., 1983). Conjugated bile acids have a less toxic character because they are less lipid 
soluble and remain more efficient promoters of intestinal absorption of dietary lipid when 
compared with unconjugated bile acids (Vessey et al., 1977). The relative amounts of 
taurine- and glycine-conjugated bile acids differs significantly among species (Johnson et 
al., 1991). Taurine conjugation dominates the newborn in humans; while in the adulthood, 
dependending on the dietary intake of amino acids, the ratio of glycine– to taurine–bile 
acid conjugates in bile is about 3.5:1 (Hardison and Grundy, 1983). 
It is now widely believed that refluxed bile acids play a significant role in the initiation 
and promotion of Barrett's oesophagus and cancer (Attwood et al., 1992, Stamp, 2002, 
Gillen et al., 1988). Barrett's metaplasia patients have higher levels of bile exposure and 
the proportions of secondary bile acids have been found at increased levels in their 
refluxate (Nehra et al., 1998). Furthermore, complicated cases of Barrett's patients with 
early adenocarcinoma have relatively higher exposure to bile acids compared to 
uncomplicated Barrett's patients (Stein et al., 1998). It has also been suggested that 
unconjugated bile acids play an important role in the progression of the neoplastic 
sequence in oesophageal cancers (Jankowski et al., 1993, Kauer et al., 1995). However, 
the relative roles that bile acids and stomach acid play are subject to further investigation 
and debate (Triadafilopoulos, 2001). Due to the fact that despite undergoing acid 
suppression therapy, certain patients continue their progress to adenocarcinoma, it has 
been suggested that factors other than acid could be equally important in Barrett's 
carcinogenesis.  
Bile acids are known to be capable of causing multiple injuries such as inducing DNA 
damage (Venturi et al., 1997) chromosome aberrations  (Jenkins et al., 2004), and causing 
gene expression abnormalities (Tselepis et al., 2003, Kaur et al., 2000). Hence bile acids 
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may be considered as potential causal factors for oesophageal carcinogens. Bile acid 
induced apoptosis (Lapre et al., 1992) coupled with the compensatory proliferation 
occuring in vivo has implicated bile as both an initiator and promoter of cancer 
development.  
Deoxycholic acid (DCA) derived from the bacterial degradation of the primary bile acid 
cholic acid (CA) in the colon, has been proposed as a factor in the aetiology of breast 
cancer (Hill et al., 1971, Lewis and Heaton, 1999). DCA concentrations found in human 
breast cyst fluid are (17-160 /µmol/L) (Raju et al., 1990, Javitt et al., 1994), the mean 
concentration for DCA in plasma was (0.43 µmol/l) (Costarelli and Sanders, 2001). 
Since the early 1960s, the effects of the monohydroxy bile acid lithocholic acid (LCA) 
has been studied as a hepatotoxic factor in the pathogenesis of cholestatic liver injury in 
rodents i.e., rat, hamster, and rabbit (Hofmann, 2004, Palmer and Ruban, 1966, Miyai et 
al., 1977, Hofmann, 1999b). This has led to increased understanding of the pathogenesis 
of LCA-induced cholestasis in rodents, the key concepts have included biochemical 
alterations of the bile canalicular membrane (Kakis and Yousef, 1978, Kakis et al., 1980) 
the development of crystalline plugs in bile canaliculi due to the poor solubility of LCA 
(Miyai et al., 1977, Bonvicini et al., 1978) and impaired trafficking or increased retrieval 
of canalicular export pumps to and from the canalicular membrane (Kubitz et al., 2004, 
Beuers et al., 2003). In addition, the role of hepatic metabolic phase I and II detoxifying 
enzymes and their regulatory nuclear receptors in the hepatic defense against toxic bile 
acids has been investigated extensively in gene knockout mice. (Staudinger et al., 2001, 
Xie et al., 2001, Sinal et al., 2000, Kitada et al., 2003, Schuetz et al., 2001, Saini et al., 
2004). However, the cholestatic phenotype and the pathogenesis of hepatobiliary injury of 
LCA-treated mice are not well understood. Hepatocytes, as well as bile duct epithelial 
cells (cholangiocytes) are affected by toxic bile acids (Lazaridis et al., 2004). Under 
physiological conditions, transportation of bile acids and biliary phospholipids into bile 
13 
 
takes place via the bile salt export pump (Bsep/Abcb11) and the canalicular phospholipid 
flippase (multidrug resistance gene 2 [Mdr2]/Abcb4) respectively, and subsequently it 
forms mixed micelles which protects cholangiocytes from bile acid toxicity (Trauner and 
Boyer, 2003). 
Several epithelial diseases such as bronchial asthma, atopic dermatitis, and inflammatory 
bowel diseases have in common eosinophils as important effectors cells (Kita H, 1998, 
Gleich et al., 1993, Gleich, 2000). Epithelial injury induced by activated eosinophils takes 
place through release of cytotoxic granule proteins, superoxide radicals, lipid mediators, 
and various cytokines (Gleich, 2000, Gleich et al., 1993, Kita H, 1998). Out of these, 
cytotoxicity of eosinophil granule proteins against various epithelial cells has been well 
established (Gleich et al., 1979, Frigas et al., 1991). However, there is increasing 
evidence for a role of eosinophils in the pathogenesis of immune-mediated diseases of 
bile duct epithelia (Neuberger, 1999, Yamazaki et al., 1996). Blood and tissue 
eosinophilia in the liver have been associated with primary biliary cirrhosis (PBC) 
(Yamazaki et al., 1996, Neuberger, 1999, Terasaki et al., 1993), primary sclerosing 
cholangitis (Neeman and Kadish, 1987, Noguchi et al., 1992), hepatic allograft rejection 
(de Groen et al., 1994), and chronic graft-versus host disease (Nonomura et al., 1996). 
Indeed, an observation regarding eosinophil degranulation in the vicinity of injured bile 
ducts in patients with PBC has been well-documented (Yamazaki et al., 2001, Terasaki et 
al., 1993). However, the mechanism(s) of eosinophil activation in these immune 
cholangiopathies, remains unknown. The most abundant biliary constituent, the bile acids 
are synthesized in the liver and secreted into the bile canaliculus, from where they are 
transported along the biliary and intestinal tracts (Nonomura et al., 1996). Sakisaka et al,  
have suggested that, luminal bile acids cross damaged epithelia and affect the functions of 
periductal immune cells after the structural integrity of biliary or intestinal epithelia has 
been impaired (Sakisaka et al., 1997). Interestingly, bile acids have heen shown to 
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possess diverse immunomodulatory actions toward lymphocytes (Yoshikawa et al., 
1992), monocytes (Calmus et al., 1992), macrophages (Ljubuncic et al., 1996), NK cells 
(Nishigaki et al., 1996), neutrophils, (Beuers et al., 1990) and mast cells (Yamazaki et al., 
2001). The relevance of this to the lung transplant situation is that many of these cell 
types are present in elevated levels (Gerhardt et al., 2003b).  Bile salts have been shown 
to upregulate the tissue destructive potential of these cells e.g. Taurochenodeoxycholic 
acid stimulates Eosinophil degranulation, IL-8 and superoxide production (Yamazaki et 
al., 2001).  Consequently the reflux and aspiration of bile salts will enhance the ability of 
the immune response to damage the transplanted lung. 
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1.4 Bile acids in cystic fibrosis patients. 
 
The recent history of gastro-oesophageal reflux (GOR) in cystic fibrosis (CF) disease can 
be traced to 1975 when it was first reported in patients with CF. Today, its prevalence in 
CF is estimated to be between 35 and 81 %.(Brodzicki et al., 2002, Ledson et al., 1998, 
Scott et al., 1985, Vic et al., 1995). Increased GOR in CF could be a secondary 
phenomenon during cough and/or physiotherapy resulting from an increased abdominal–
thoracic pressure gradient (Ledson et al., 1998). In CF patients, the characteristics of 
GOR might be affected by the modifications in the volume of gastric contents, acidity and 
concentration of bilio-pancreatic components. Combined impedance–pH monitoring is a 
technique that allows detection of all types of gastro-oesophageal reflux events i.e. both 
acid weakly acidic and alkaline (Sifrim et al., 2004). However, the incidence of weak 
acidic reflux in patients with CF is currently unknown (Blondeau et al., 2007, Sifrim et 
al., 2005, Tutuian et al., 2006). The most important concern about GOR in CF is the 
possible deterioration of lung function resulting from reflux induced lung aspiration of 
gastric contents. This assumption has been empirically supported by the observation that 
CF patients with increased acid GOR had poorer lung function than those without 
abnormal GOR (Navarro et al., 2001). However, prevalence of GOR and poor lung 
function together cannot be taken as the proof of causal relationship between them, some 
studies data have shown the abnormal presence of gastric contents in bronchial secretions 
of CF patients (Blondeau et al., 2008a). Some recent studies focussing on patients after 
lung transplant (LTx), including transplanted CF patients, have reported the presence of 
markers of gastric contents in bronchoalveolar lavage (BAL) obtained during 
bronchoscopy (Blondeau et al., 2008b). However, it remains to be determined whether or 
not CF patients had higher levels of lung aspiration than other LTx patients. 
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The most common genetic disorder of the Caucasian population is cystic fibrosis (CF) 
(Steinberg and Brown, 1960). The disease is characterized by the involvement of different 
exocrine glands (Park and Grand, 1981), making it an extremely heterogeneous disease. 
The prognosis of cystic fibrosis depends largely upon the extent of respiratory 
involvement and the presence of serious complications like biliary cirrhosis. Around 
thirty years ago there was a proliferation of research aimed at investigating bile acid 
metabolism in patients with cystic fibrosis (Goodchild et al., 1975, Roy et al., 1977, 
Watkins et al., 1977, Harries et al., 1979). However, a clear understanding of the 
mechanisms has been complicated by the fact that both intestinal absorption and hepatic 
extraction of bile acids are potentially impaired. CF patients with pancreatic insufficiency 
suffer from bile acid malabsorption (Weber et al., 1973, Weber et al., 1976, Smalley et 
al., 1978). This may suggest that overall there is a greater potential for reflux of bile acids 
in CF. The pathophysiological significance is uncertain and the consequences are rather 
vaguely understood however. Similarly, serum bile acid concentrations in patients with 
CF have been studied on a limited scale (Davidson et al., 1980, Colombo et al., 1983, 
Strandvik and Samuelson, 1985, Colombo et al., 1984, Setchell et al., 1985).  
1.4.1 Bile acids in sputum 
 
Patients with CF had higher level of bile acids in sputum, median 3.3µmol/l, (25
th 
to 75
th
 
percentile 2.4-6.1) than chronic cough patients, median 0.72µmol/l (0.2 – 1.2) and more 
than patients with Gastro-oesophageal reflux disease median 1.23mmol/l, (1.2–2.3) 
(p 0.05). A study of 38 patients was performed and only 16 who had DF508 
homozygote genotype proved to have bile acids. On the other hand, bile acids were found 
in sputum of 4/10 chronic unexplained cough patients. No bile acids were found in 
healthy controls (Blondeau et al., 2008b). 
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1.4.2 Bile acids in bronchoalveolar lavage 
 
CF transplanted patients had higher concentrations of bile acids [median 0.65mmol/l 25
th 
to 75
th
 percentile (0.4–0.7)] compared with non-CF lung transplanted patients [median 
0.50mmol/l 25
th 
to 75
th
 percentile (0.3–1.3)]. 60% of CF transplanted patients (6/10) and 
10/24 of non CF-transplanted patients (41%) had bile acids, while non transplanted 
patients (43%) had bile acids. No typical GOR symptoms were found in (59%) CF 
patients who had bile acids in BAL or saliva (Blondeau et al., 2008b) 
1.4.3 Gastro-oesophageal reflux, gastric aspiration and respiratory status 
 
CF patients who do not have bile acids in sputum had higher levels of lung function 71% 
(61–79%) than CF patients who have bile acids in sputum 61% (38–82%) (FEV1% 
predicted). Transplanted CF patients, with bile acids had a trend for a lower lung 
function.  
Bronchiolitis obliterans syndrome (BOS) developed in 1/3 patients who had bile acids in 
BALF. No BOS was developed in patients who did not have bile acids in the BALF 
(Blondeau et al., 2008b). 
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1.5 Bile acids in lung transplantation    
 
Bile acid aspiration can cause serious pulmonary damage (Henderson et al., 1975, 
D'Ovidio et al., 2005a). As confirmed by in vitro studies on Type II pneumocytes, bile 
aspiration injures the cell membrane and modifies cationic penetrability (Oelberg et al., 
1990, D'Ovidio et al., 2005a, D'Ovidio and Keshavjee, 2006). Bile acids have different 
effects depending on the site they are in. If they are in the stomach, the mucosa wall could 
be injured but it is reasonably well protected by mucus. In addition solubility becomes a 
factor at low stomach pH levels. In the lungs, the mucosal layer might be disturbed as a 
result of the physical effect they can have on lipids in surfactant. Type II pneumocytes, 
which are responsible for lung homeostasis, phospholipid production and surfactant 
proteins could be damaged by bile acids. Bile acids may also cause downregulation of 
innate immunity receptors on monocytes and macrophages (D'Ovidio et al., 2006b). By 
reducing phagocytosis and LPS mediated cytokine production, bile salts can lead to the 
reduction of macrophage function, as shown in rabbits. Bile acids can also downregulate 
interferon-mediated signal transducers (D'Ovidio et al., 2006b). 
Regional innate immunity can be disturbed by bile aspiration, and this can consequently 
have an influence on the balance of innate and adaptive immunity and promote local 
infection, causing a more hostile adaptive immunity (D'Ovidio et al., 2006b). Activated 
macrophages and injured epithelial cells can accelerate allo-immunity. (Davis et al., 
2003a). This shows potential cross-talk between adaptive and innate immunity (D'Ovidio 
et al., 2006b).    
Raised neutrophils and IL-8 levels, the presence of bacteria, fungi, lower levels of 
pulmonary surfactant and higher inflammatory grades on transbronchial biopsy, have all 
been linked to the presence of bile acids (D'Ovidio et al., 2006b). Cytokine production is 
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controlled by opsonins and lower levels of surfactant surface proteins A and D are 
associated with bile salt aspiration. The cytotoxic influences of bile acids are supported 
by augmented lipid sphingomyelin, a phospholipid which is related to tissue damage. This 
causes a modification in the mucosal defences (D'Ovidio et al., 2006b). An important 
problem with a lot of the studies on lung damage and bile acids are that the effects in vitro 
using very high levels of bile acids are being extrapolated to the lung where much lower 
levels may well be present in vivo. 
BOS grades, trans bronchial biopsies, microbiology examinations, the variance of cell 
counts, cytokine concentrations, and bronchoalveolar lavage bile acids were all estimated 
in a study of 120 patients who underwent lung transplant (D'Ovidio et al., 2005a).    
It was found that the average amount of bile acids in BOS positive patients was higher 
than BOS negative patients. The level was 1.6µmol/L (median) in BOS positive patients 
compared to 0.3µmol/L (median) in negative patients (p=0.002). Those who had late BOS 
(after one year) had lower levels of bile acids than early BOS patients (within one year). 
The level was 0.8µmol/L (median) compared to 2.6µmol/L (median) respectively 
(p=0.02) (D'Ovidio et al., 2005a). 
Blondeau et al supported the link between bile salts and BOS (Blondeau et al., 2008a). 
Patients with negative inflammation scores on biopsy had lower average level of bile salts 
than those with positive biopsy (median 0.2µmol/l and median 1.1µmol/l respectively). 
The median level of bile salts in patients with negative microbiology samples was lower 
than patients with positive microbiology samples, median 0.3µmol/l and median 
0.7µmol/l respectively. This supports a link between the development of infection and 
higher amounts of bile acid (D'Ovidio et al., 2005a). 
 The levels of neutrophils appear to depend on the levels of bile acids present. Patients 
with low levels of bile acids have a level of 2-5% neutrophils (BALF differential cell 
count percentage), compared to patients with no detectable levels of bile acid who show 
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2% or lower levels of neutrophils (D'Ovidio et al., 2005a). This could be important as 
neutrophil levels are associated with acute rejection and BOS (Riise et al., 1998, Zheng et 
al., 2005). Since the bronchoalveolar pH favours activity of duodenal pancreatic agents, 
the duodenal reflux could be more damaging than chronic acid aspiration. BALF bile 
acids and abnormal pH in lung transplant patients are linked (D'Ovidio et al., 2005a). A 
limitation of most of the current literature regarding bile acid aspiration is that insensitive 
spectrophotometric techniques have been used to quantify levels. In our lab the limit of 
quantification of such methods is ≈ 5µmol/L. It is therefore difficult to interpret many 
studies, which claim to measure lower levels (Klokkenburg et al., 2009, Mud et al., 
1982).  
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1.6 Neutrophilic inflammation and cytokines  
 
Many inflammatory lung diseases involve neutrophil inflammation, (Goya et al., 2003) as 
well as the CXC chemokine, interleukin (IL-8). Asthma (Vu et al., 1998), adult 
respiratory distress syndrome (McQuibban et al., 2002), chronic obstructive pulmonary 
disease (COPD) and cystic fibrosis (CF) as well as BOS are good examples of these 
diseases. Lymphocyte chemoattractant factor, granulocyte-macrophage colony-
stimulating factor (GMCSF), and members of the chemokine superfamily constitute 
chemotactic cytokines. Primarily their function relates to the migration of inflammatory 
cells to sites of injury and disruption. Depending upon the presence or absence of an 
amino acid between the first two of four conserved cytokines, members of the chemokine 
superfamily are further divided into A and B subgroups. Several studies have 
demonstrated that one of the most potent chemoattractants and activators of neutrophils, 
on a molar basis, is the chemokine interleukin 8 (IL-8), IL-8 is synthesized and released 
in great quantities from airway epithelial cells (Khair et al., 1995, Devalia et al., 1993, 
Baggiolini et al., 1992). IL-8 has been of particular interest in studies investigating the 
pathogenesis of chronic bronchitis and COPD due to its important effects on neutrophil 
cell biology (Keatings et al., 1996). IL-8 has also been shown to be a chemoattractant for 
eosinophils and therefore may also play a role in the pathophysiology of allergic airway 
diseases (Wang et al., 1996, Sousa et al., 1994). In humans, IL-8/CXC ligand 8 (CXCL8), 
the prototypical neutrophil specific. 
CXC chemokine is known as key mediator of acute inflammation (Baggiolini and Clark-
Lewis, 1992). IL-8/CXCL8 concentrations are associated with inflammatory conditions 
such as necrotizing enterocolitis in the developing intestine, where they are elevated in 
serum and tissue (Edelson et al., 1999, Viscardi et al., 1997). Biologically significant IL-
8/CXCL8 concentrations in swallowed amniotic fluid (Denison et al., 1998, Kemp et al., 
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2002), and breast milk (Srivastava et al., 1996, Michie et al., 1998, Maheshwari et al., 
2002, Maheshwari et al., 2003), prove that the human fetal /neonatal gastrointestinal 
lumens are normally exposed to these chemicals. Tested by enzyme immunoassay, an in 
vitro model of neonatal gastric and proximal intestinal conditions has shown that IL-
8/CXCL8 remains undigested (Maheshwari et al., 2002). In intestinal epithelial cell (IEC) 
lines, recombinant human IL-8/CXCL8 promotes cellular migration, proliferation, and 
differentiation as well as protecting these cells from chemical injury (Maheshwari et al., 
2002). The intact survival of IL-8/CXCL8 through gastric digestion needs confirmation in 
assays for structural and functional integrity and it would be desirable to assess the 
physiologic relevance of the above listed effects. 
Interleukin 6 (IL-6) is another multifunctional cytokine synthesized and released by 
airway epithelial cells. This cytokine has pleotropic proinflammatory effects on a number 
of target cells. It is also involved in the activation of B lymphocytes and monocytes. It is 
known to induce acute-phase protein synthesis (Devalia et al., 1993, Abdelaziz et al., 
1997, Borish and Rosenwasser, 1996, Levine, 1995).  
IL-6 has been shown to influence the expression of cell adhesion molecules (Hutchins 
and Steel, 1994). 
Key roles of IL-6, IL-8 and GMCSF in the regulation of airway inflammation and 
pathophysiology of COPD have been documented in many studies (Ruiz et al., 2002). In 
vitro studies have shown that these pro-inflammatory cytokines inhibit apoptosis of 
granulocytes (Lee et al., 1993, Leuenroth et al., 1998, Brach et al., 1992, Castro-Alcaraz 
et al., 2002). In addition IL-8 has been of particular interest in studies investigating the 
pathogenesis of chronic bronchitis and COPD, due to its important effects on neutrophil 
cell biology (Keatings et al., 1996). 
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1.7 Alloimmune and non alloimmune injury  
 
There have been some improvements in 1-year survival rates post lung transplant, 
however, compared with transplantation of other solid organs, the long-term outcome 
after lung transplantation remains poor. At 5 years, the survival rates of lung transplant 
recipients are only 49% which further decline to 25% at 10 years (Trulock et al., 2006). 
The main cause for late death after lung transplantation is a manifestation of chronic 
allograft rejection called bronchiolitis obliterans syndrome (Estenne and Hertz, 2002, 
Okazaki et al., 2007). The pathologic changes of bronchiolitis obliterans syndrome are 
referred to as bronchiolitis obliterans.  
The human airway epithelium plays a major role in responding to injury, infection, or 
toxins by producing various cytokines and mediators which modulate airway 
inflammation. Certain exogenous or endogenous stimuli, such as granulocyte-macrophage 
colony-stimulating factor (GMCSF) regulate and activate normal T-cell expression and 
secretion (Wu et al., 2009). Tumour necrosis factor-α ; prostaglandin E2; or transforming 
growth factor-β1 can directly drive epithelial cells to increase the generation of IL-8 
(Khalifah et al., 2004, D'Ovidio et al., 2005b, Groetzner et al., 2006, Novick et al., 1998, 
Brugiere et al., 2003, Hertz et al., 1993). Resulting damage to the airway epithelium may 
induce a fibrotic response (Holgate, 2000). The loss of airway epithelial cells and partial 
or complete occlusion of the lumina of terminal and respiratory bronchioles by 
inflammatory and fibrous tissue are considered as the histologic hallmarks of the 
bronchiolitis obliterans syndrome. Airway epithelial cells are thought to represent an 
important cellular target during lung allograft rejection; although the precise mechanisms 
leading to the development of bronchiolitis obliterans are poorly understood.  
It has been hypothesized that excessive fibroproliferation is caused by injury and 
apoptosis of airway epithelial cells with subsequent aberrant tissue repair (Gourishankar 
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and Halloran, 2002). Development of bronchiolitis obliterans after lung transplantation 
has been attributed to risk factors which have been subdivided into alloimmune-
dependent and alloimmune-independent factors. It has been suggested that the frequency 
and severity of acute rejection episodes and the subsequent development of chronic 
rejection could also be inter-related (Hachem et al., 2005). Ischemia / reperfusion injury, 
bacterial and viral respiratory infections are potential injuries (Daud et al., 2007, Khalifah 
et al., 2004, D'Ovidio et al., 2005b). Food particles, bile acids, pepsin, trypsin, other 
enzymes, and bacteria or their products, are all part of the non-acidic component of 
gastric juice (Mertens et al., 2010). Gastric juice therefore constitutes a potential 
alloimmune-independent risk factor if aspiration occurs shown in Figure 3 (Daud et al., 
2007, Khalifah et al., 2004, D'Ovidio et al., 2005b). All gastric juice factors are potential 
pro- inflammatory stimuli, which directly damage the airway epithelium or indirectly 
influence the alloimmune response by altering the milieu in the lung allograft to increase 
antigenicity. Bronchiolitis obliterans is generally not reversible, therefore, once 
established, therapeutic options remain limited. In the majority of these patients, the 
augmentation of immunosuppression has failed to prevent the progression of fibrotic 
airway obliteration leaving retransplantation as the only option (Groetzner et al., 2006, 
Novick et al., 1998, Brugiere et al., 2003). Indicating that alloimmune driven process are 
not the only factors in BOS development. 
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The interface between the internal milieu and the external environment is established by 
the epithelium. This interface will form the first point of contact for inhaled substances 
such as respiratory viruses, airborne allergens and environmental or aspirated pollutants. 
It will also become a target of inhaled drugs (Gizycki et al., 1997, Folkerts and Nijkamp, 
1998). The main role of the respiratory epithelium as previously recorded was of a 
physical barrier. However, the importance of the airway epithelial cells (AEC) in 
controlling various inflammatory responses observed in most respiratory diseases and 
especially in asthma is increasingly recognised. The complex nature of AEC interactions 
with a range of cells and processes can be well demonstrated in the airway response to 
injury (Busse et al., 1999). Additional functions of AEC has been identified because of 
the inflammatory cytokines and growth factors that AEC produce. These functions are: 
1- A contribution to repair processes. 
2- Remodelling, this can be marked in asthma and other diseases involving airway 
fibrosis. 
3- Regulation of various immune responses (Holgate et al., 2000) . 
Moreover, nitrogen dioxide (Vagaggini et al., 1996) and some particulate matters 
(Nordenhall et al., 2001) are environmental pollutants that are known to make asthma 
patients more sensitive to the proinflammatory effects. It was found that there is a 
difference between the cytokines released from AEC from asthma patients and healthy 
people. Cultured bronchial epithelial cells (HBEC) (Devalia et al., 1999) secrete various 
proinflammatory mediators which were examined by Devalia and co-workers both 
constitutively and following challenge with diesel exhaust particles (DEP). These studies 
showed that large quantities of interleukin (IL-8) (Lordan et al., 2002) are liberated from 
HBEC of asthma patients following DEP challenge. It is of interest that recent studies 
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have shown that there is an association between lung allograft failure, death and 
proximity to major road traffic (Nawrot et al., 2011).  
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1.8 Overall aims  
 
Primary bronchial epithelial cells from explanted CF lungs, lung transplant patients’ and a 
goblet cell line will be cultured to assess the effect of bile salt and gastric aspirate 
challenge. The effect of cholic acid, chenodeoxycholic acid, deoxycholic acid, lithocholic 
acid, taurodeoxycholic acid, taurocholic acid, porcine pepsin, gastric juice samples and a 
bile acid mixture will be measured by assessment of inflammatory cytokine production. 
Markers will include IL-8, IL-6 and GMCSF which are important in neutrophil 
inflammation, lung transplant rejection and epithelial homeostasis. Interleukin-8 in 
common with IL-6 is a significant driver of mucus hyper-secretion as well as neutrophilic 
inflammation. Cell viability will also be assayed. 
 
1.8.1 Specific aims 
 
 To quantify injury in cultured primary epithelia following incubation with gastric 
juice, the acid protease pepsin, and bile salts. 
 To investigate the effect of incubation with gastric juice, the acid protease pepsin, 
and bile salts on a goblet cell line (HT29 MTX). 
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Chapter 2 
Materials and Methods 
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2.1 Collection of samples 
 
2.1.1 Collection of lung recipient samples 
 
In order to facilitate the study of epithelial cell responses in vivo during the pathogenesis 
of BOS and end stage lung disease, the current study used methods for primary bronchial 
epithelial cell culture from lung allografts. Ethical approval for the study was granted 
from the Newcastle and North Tyneside 2 (reference number 2001/179), informed 
consent from individual patients was also obtained. 
 
Patients 
 
 
In brief the patients who were studied all underwent the following: 
1- Lung function tests. 
2- Standard assessment for BOS status (Estenne and Hertz, 2002). 
3- Collection of bronchial brushings from lung transplant recipients during 
bronchoscopy (Forrest et al., 2005). 
4- Bronchoalveolar lavage (BAL) of the right middle lobe or lingula, assessed routinely 
for microbiology (Yousem et al., 1996). 
5- Transbronchial biopsies in order to diagnose acute vascular rejection according to 
international standards (Yousem et al., 1996). 
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 Gender Date of birth Reason for 
transplant 
Date LTx Age One lung or two 
transplanted 
Date BAL BOS 
stage 
Biopsy score Microbiology 
TW 1015 M 08.03.1957 IPF 05.04.2006 49 SL 03.10.2008 1 Ax B0 Negative 
           
TW 1029 F 18.03.1961 LAM 06.11.2007 46 SSL 05.11.2008 NK A0 B0 C0 Negative 
           
TW 1080 F 06.06.1961 Emphysema 13.01.2008 47 SL 11.03.2009 1 A0 B1R(B2) Negative 
           
TW 1090 M 13.05.1948 Emphysema 02.09.1999 51 SL 01.05.2009 1 Ax BIR C2 Negative 
         (Ax B1 Ca)  
TW 1131 M 12.05.1978 CF 08.05.2008 30 SSL 28.08.2009 1 A0 Bx Cx Negative 
           
TW 1140 M 27.04.1956 COPD 31.03.2009 53 SSL 28.09.2009 1 Ax Bx Cx Negative 
           
TW 1142 M 02.04.1961 COPD Bronch 12.07.2009 48 SSL 30.09.2009 0 Ax Bx C0 Pseudomonas 
aeruginosa 
           
TW 1162 M 08.11.1962 Fib Lung Dis 02.06.2009 47 SL 02.12.2009 0 Ax Bx C0 Candida Albicans 
           
  
Table 1: The clinical details of LTx patients  
Key: TW numbers=individual patient number (anonymised), M=Male, F=Female, Reason for transplant indicate the lung disease that resulted in the 
need for lung transplamt. IPF=Idiopathic Pulmonary Fibrosis, LAM=Lymphangioleiomyomatosis, CF=Cystic Fibrosis, COPD=Chronic Obstructive 
Pulmonary Disease, Bronch=Bronchiectasis, Fib Lung Dis=Fibrotic lung disease. Biopsy score=Pathologist score for rejection derived from 
transbrobchial biosy scored according to ISHLT criteria (Hertz et al., 2010). 
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2.1.2 Collection of cystic fibrosis samples 
Ethics and Consent 
Approval was obtained for this study from the Newcastle and North Tyneside 2 Research 
Ethics Committee reference number 07/Q0906/47. The study was also approved by the 
Research and Development Department of the Newcastle upon Tyne Hospitals 
Foundation NHS Trust. 
Dr Malcolm Brodlie obtained informed consent from all participants at the time 
ofacceptance on to the active lung transplantation list at the Freeman Hospital. 
2.1.3 Collection of Gastric juice samples  
Ethics and Consent  
Ethical approval was obtained from the County Durham & Tyne Valley 2 Reserch Ethics 
Committe (reference number 07/H0908/70). Research & Development approval was 
granted by the Newcastle Upon Tyne Hospital Trust Research & Development 
Department.  
 
After informed consent gastric juice was collected at routine endoscopy undertaken at a 
local gastroenterology clinic with Gastric juice obtained from both lung transplant 
recipients and non transplant related patients by Dr Andrew Robertson.  The contents of 
these samples were then tested to determine total bile acids levels and pH by Miss Shruti 
Parikh. Pepsin activity was measured by Dr Bernard Verdon. The pathogen results were 
provided by the Freeman Road Hospital Microbiology lab (courtesy of Prof John Perry 
and Ms Audrey Nicholson).Data is presented in Table 9. Fractions of the samples were 
filtered to remove any remaining pathogens. This was done by pushing samples through 
0.22μm sterile filters (Millipore) by sterile syringes (Millex). Small molecular weight 
molecules were removed by filtration and dialysis. To do this aliquouts of Gastric Juice 
were left overnight in deionised water, in 19mm dialysis membrane (Scientific 
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Laboratory Supplies ltd, UK), with this process removing molecules with a molecular 
weight below 14000 Dalton. 
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2.2 Cell culture methods  
 
2.2.1 Bronchial epithelial cell isolation and culture from brushings 
 
Bronchial epithelial cells were cultured from airway brushings taken from lung transplant 
patients at the time of clinically indicated bronchoscopies. This method was previously 
published by Forrest et al. and is outlined as follows (Forrest et al., 2005). Patients were 
pre-treated with intravenous midazolam and topical 4% lignocaine before undergoing 
bronchoscopy (Using an Olympus FB 45.5 bronchoscope; Olympus, Tokyo, Japan) (Mills 
et al., 1999). Lignocaine was applied to the vocal cords and tracheal lumen in 1ml 
aliquots to a maximum dose of 7mg per kg of body weight. Protected specimen single-
sheathed nylon cytology brushes were used to collect bronchial brushings from 
subsegmental bronchi. These bushings were immediately placed into Roswell Park 
Memorial Institute Media (RPMI). 
The suspended samples were centrifuged for seven minutes at 1100 rpm, and the cell 
pellet was than resuspended in 2ml of Clonetics bronchial epithelial cell basal medium 
(Clonetics BEBM, (Lonza), San Diego, CA, USA) together with bronchial epithelial cell 
growth medium (BEGM) single quots (Clonetics,) (Table 5), 50U/ml penicillin, 50mg/ml 
streptomycin (Sigma, UK), 50mg/ml gentamycin, and 50µg/ml amphotericin B (Lonza, 
USA). These were the final antimicrobial concentrations in the culture medium 
throughout the process. 
Cell suspensions were put in to a T25cm
 
flask pre-coated with collagen (Vitrogen 100, 
cohesion, Palo Alto, CA, USA) and placed in a CO2 incubator (37C
°
/5% CO2). After the 
first 48 hours a further 3ml of supplemented medium was added with subsequent 
exchange (3 ml) every 48 hours, until primary bronchial epithelial cell cultures (PBECs) 
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reached 80%-95% confluence. Once confluent, PBECs were passaged using 3ml of 
trypsin, which was neutralised using an equal volume of RPMI supplemented with 10% 
of foetal calf serum (FCS). PBECs were then put in 10ml of culture medium and 
transfered to Vitrogen (Cohesion) coated T75cm
2
 flasks, 24 well plates or to eight 
chamber slides, (Lab-Tek, Nunc, Naperville, IL, USA; Chamber-1). Which were cultured 
to 80-95% confluence.  
 2.2.2 Cystic fibrosis epithelial cell culture  
 
Initial dissection and preparation of cells through to passage 1 into T25 flasks were 
carried out by Dr. M Brodlie and Dr. Chris Ward.   
Cystic fibrosis cells were cultured from resected lungs, from patients with end stage 
disease, at the time of transplantation (Brodlie et al., 2010).  
The lungs removed at the time of transplantation were examined by a consultant 
pathologist, Dr. Fiona Black, both macroscopically and histologically. This examination 
aimed at confirming the pre-identified disease and diagnosing other unidentified diseases, 
for example a malignancy before the transplantation. 
After collecting clinical samples for microbiology and virology examinations, the 
explanted lungs were stored at 4
o
C. The tissue was then processed, usually less than 60 
minutes after the explantation. The later culturing work was done in a class II laminar 
flow hood using a meticulous aseptic technique. Around 0.5 cm to 2 cm pieces of the 
main bronchus were then resected from the connected lymphoid, alveolar and vascular 
tissues. Four pieces of bronchus were taken out of each lung, rinsed twice at 4
o
C in 25 ml 
of sterile phosphate buffered saline (Sigma-Aldrich) (Figure 4 and Figure 4a). The rinsed 
tissue was then immersed in 20ml of washing solution A at 4
o
C see (Table 2). The 
solution was agitated for 30 minutes, and then the pieces of bronchus were rinsed twice at 
4
o
C in 25ml of Dulbecco’s Modified Eagle’s Medium (DMEM) to be later immersed in 
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20 ml of the washing solution B at 4
o
C (Table 3). The tissue was then agitated for 48 to 
72 hours (4
o
C) at 50 HZ on a rocker-shaker set. 
 
Component Concentration Supplier 
DMEM Neat Invitrogen 
Dnase 10µg/ml Sigma -Aldrich 
Dithiothreitol 500µg/ml Sigma- Aldrich 
Designated    Antimicrobials                            See Table -3 
 
Table 4: Constituents of Washing Solution A 
 
Expert advice from Professor John Perry, Clinical Scientist, Microbiology Department, of 
the Freeman Hospital helped in the choice of the antimicrobial combination used in 
Washing Solution B (Table 3).  The organisms (and sensitivity results) recently taken 
from the sputum of a specific patient were taken into consideration where possible. All 
the used antimicrobics and their concentration are shown in (Table 4) . The data 
published by Randell et. al (2001) concerning the relative cytotoxicity of different agents 
in primary bronchial epithelial cell cultures and a discussion with Professor Perry 
determined the concentration of each antimicrobial used (Brodlie et al., 2010). 
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Component Concentration Supplier 
DMEM Neat Invitrogen 
Dnase 1µg/ml Sigma -Aldrich 
Protease  1% Sigma- Aldrich 
Designated   Antimicrobials                           See Table -4 
 
Table 5: Constituents of Washing Solution B based on (Fulcher et al., 2005) 
  
 
 
 
Figure 4a:  Epithelial cell removal after protease dissociation. The concave, luminal airway 
surface is gently scraped with a convex scalpel blade to remove adherent cells (Fulcher et al., 
2005). 
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Figure 4b: Rinsing and collecting the scraped cells (Fulcher et al., 2005) 
 
The bronchial cells were harvested after being put for 48 to 72 hours in washing solution 
B (Table 3). 5ml of Roswell Park Memorial Institute-1640 (RPMI) (Invitrogen) 
containing 10% Fetal Calf Serum (FCS) (Invitrogen) was added to the solution to 
neutralise any remaining protease. Subsequently, the pieces of bronchus were transferred 
to a sterile petri dish. The luminal side of the bronchi was lightly scraped using a scalpel 
blade to remove the epithelial cells (Figure 4a). The scraped cells were later immersed in 
10ml of RPMI containing 10% FCS and centrifuged at 1000 rpm for 5 minutes. After 
discarding the supernatant, the cells were resuspended in 5ml of Bronchial Epithelial 
Basal Medium (BEBM) (Clonetics) warmed to 37° C and supplemented with the single 
quots described in (Table 5), 1% streptomycin , 1% penicillin and designated antibiotics 
as shown in(Table 4) (figure 4b). The resulting cell suspension was later seeded into 
25cm
2
 tissue culture flasks precoated with collagen (PureCol, Advanced BioMatrix, 
USA) and placed in a carbon dioxide (5%) enriched incubator at 37° C.   
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Antimicrobial Working Concentration in BEGM 
Ceftazidime 128 µg/ml 
Tobramycin  16 µg/ml 
Vancomycin  10 µg/ml 
Colistin  5 µg/ml 
Meropenem 100 µg/ml 
Co-Trimoxazole   12 µg/ml 
Ticarillin and Clavuantae 16 µg/ml 
Amphotericin B 4 µg/ml 
Voriconazole  10 µg/ml 
 
Table 6: Antimicrobial Working Concentration in Media (Fulcher et al., 2005) 
 
 
Component  Volume Added to 500 ml of BEBM 
Bovine Pituitary Extract 2 ml 
Insulin  500 µl 
Hydrocortisone   500 µl 
Retinoic Acid 500 µl 
Transferrin  500 µl 
Epinephrine    500 µl 
Human Epidermal Growth Factor 500 µl 
Tri- Iodothyronine  500 µl 
Gentamicin/ Amphotericin  500 µl 
 
Table 7: Bronchial epithelial cell growth medium (BEGM) Single Quots 
 
A careful observation of the PBEC cultures was maintained to make sure that the growth 
of the cells was satisfactory and to note any signs of infection. If signs were detected the 
flask was instantly removed from the incubator and its contents sent for routine bacterial 
and fungal culture to determine the infecting organism and the relevant antimicrobial 
sensitivities. It was presupposed that early infection episodes were due to the presence of 
organisms, resistant to the antimicrobial cocktail, emanating from the patient rather than 
introduced during the culturing process. The BEBM was changed every 48 hours. The 
designated antibiotics were normally removed from the BEBM after approximately 96 
hours of successful cell culturing free of overt infection. 
After flasks were around 80% confluent, the PBECs were passaged using 
Trypsin/ethylene diamine tetraacetic acid (EDTA) [Sigma] by applying the following 
method. First, the culture medium was isolated from the flask and replaced with 2ml of 
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trypsin/EDTA. Second, the adherents PBECs were removed by a gentle shaking action. 
The level of trypsinisation was determined by light microscopy. After it was ascertained 
that a sufficient number of cells had been lifted from the flask, the trypsin was neutralised 
by the addition of an identical volume of RPMI containing 10% FCS. The resulting 
suspension was then removed and centrifuged at 1100 rpm for 7 minutes at 20°C. The 
cell pellet was either resuspended in BEGM and seeded into flasks (Corning) or 24-well 
plates (Corning) for further submerged culture, or cryopreserved. The supernatant was 
discarded.  
 
2.2.3 Goblet cell line (HT 29MTX) culture 
The HT29-MTX cell line although of colonic origin shows rheologic changes 
characteristic of respiratory goblet cells in that is secretes MUC5AC a mucin secreted by 
a respiratory goblet cells and not MUC2 the mucus secreted by colonic goblet cells.  The 
human goblet cell line HT29-MTX, donated by Dr Thecla Lesuffler (INSERM U178, 
France), was grown at 37°C and 10% CO2 in a T75 flask in 12ml of Dulbeco’s modified 
eagles medium (Sigma, UK) supplemented with 10% FCS (Sigma, UK), 50U/ml 
penicillin, 50mg/ml streptomycin (Sigma, UK), 50mg/ml gentamycin, and 50µg/ml 
amphotericin B (both Lonza, USA). Media was changed every 48 hours until 75 to 85% 
confluence was reached. Cells were then passaged to a T75 flask, using the same method 
used for PBECs. Upon reaching confluence the cells were passaged to 24 well plates for 
experimental interventions. The wells contained 4-5x10
5
 cells.  
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2.2.4 Epithelial Cell passage 
2.2.4.1 Epithelial Cell passage (common to CF samples and lung Tx brushing) 
 
When the cells grew to near confluence in the cell culture flask they required passage, for 
further growth or to allow experimentation. To do this the cell culture flask had 2.5 ml of 
trypsin EDTA added and was then incubated at 37 ºC for 3 to 5 minutes, 5ml of RPMI 
media was then used to resuspend the cells, and to stop the function of trypsin. The cells 
were pelleted by centrifugation for seven minutes at 1100 rpm and 20 ºC. Finally 12 ml of 
complete epithelial media was added and mixed gently. 24 well plates were then seeded 
with 0.5 ml of the cell suspension per well, the well contains between 3.5 to 4 x10
5
 cells. 
 
2.2.5. Primary bronchial epithelial Cell (PBECs) and goblet cell (HT29 MTX) 
stimulation.  
 
When PBECs were 80-95% confluent 24 well plates were rested for 24 hours by the 
addition of serum free medium (BEBM, 50mg/ml gentamycin, and 50µg/ml amphotericin 
B (Lonza, USA), 50U/ml penicillin, 50mg/ml streptomycin (Sigma, UK)). Goblet cells 
were rested for 24 hours in serum free medium (DMEM, 50U/ml penicillin, 50mg/ml 
streptomycin (Sigma, UK), 50mg/ml gentamycin, and 50µg/ml amphotericin B (Lonza, 
USA)). Cells were stimulated with bile salts, pepsin or whole, filtrated and dialysed 
human gastric juice made up in resting medium. The initial solubilisation of bile salts 
cholic acid, chenodeoxycholic acid, deoxycholic acid, lithocholic acid, taurodeoxycholic 
acid, and taurocholic acid bile salts required methanol. All bile salts were solubilised in 
methanol then diluted with resting media to give required concentrations.  
Different concentrations of the bile salts, (0.25, 0.50, 75, 1, 5, 10, 25, 50, 100 and 
200µmol/L) as well as different incubation times 24, 48 hours were used. PBECs were 
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stimulated with porcine pepsin at concentrations of 25μg/ml, 50μg/ml and 100μg/ml for 
different incubation times 24, 48 hours.  
Samples of medium were collected at 24 and 48 hour intervals; control samples were also 
collected at these times. Controls consisted of cells incubated with resting media and 
methanol. The data presented in the thesis are all 48 hour results because the stimulations 
at 48 hours were more effective compared to 24 hour results. 
PBECs were stimulated for 24 hours, with 8 different gastric juice samples, gastric juice 
samples were diluted 1/1000, 1/2000 and 1/3000 in 500μl of the resting media. The eight 
human gastric juice samples were also filtered, dialysed as well as diluted by the same 
method. Gastric juice with pH between7-8 and diluted 1/1000 have previously been 
shown to stimulate large IL-8 levels from PBECs, (Mertens et al., 2010), I therefore 
standardised the pH of my gastric juice samples (pH 7.4), using 1/1000 dilution. 
 
PBECs were also stimulated with a bile acid mixture; the composition of this was based 
on concentrations of bile salts present in human bile (50% taurocholic acid, 15% 
taurodeoxycholic acid, 30% chenodeoxycholic acid and 5% lithocholic acid) (Allan et al., 
1976) (10µmol/l) for 48 hours. The conjugated bile acids were originally going to be used 
in the experiments, however the free acids were used as the conjugated forms were 
prohibitively expensive.  
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2.3 Cryopreservation of epithelial and goblet cells 
 
2.5 ml or 5 ml of trypsin (depending on the size of the flask) were added to the cell 
culture flask in the hood. It was then incubated at 37 ºC for 2-4 minutes after which 5-10 
ml of RPMI media was added to resuspend the cells and to stop the action of trypsin. The 
cells were then transferred to a 25 ml universal tube and centrifuged for 7 minutes at 1100 
rpm, 20ºC. Then 0.5 ml of freezing media (80% BEBM 10% FCS and 10% dimethyl 
sulfoxide (DMSO)) was added to the cells which were left at -80ºC for 24 hours, in 
cryotubes in a cell freezer filled with isopropanol (Nunc). Finally they were stored in 
liquid nitrogen at -180 ºC 
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2.4 Epithelial cell culture after cryopreservation   
 
 The sample was removed from liquid nitrogen and incubated at room temperature for 10 
minutes. The sample was then put in 2-3 ml of complete BEGM and mixed gently then 
added to a cell culture flask coated by 0.5% of Vitrogen (PureCol, Advanced BioMatrix, 
USA). The cells were then incubated at 37 ºC for 24 hours in a 5% CO2 atmosphere and 
the media was changed at 24 hours. After 48 hours the samples were checked under the 
microscope and the media changed. 
 
 
 
 
 
 
45 
 
 
2.6 Cell viability assay 
Cell viability was assessed by the Titre-blue Assay (Promega, USA) which assessed 
metabolically active cells after 48 hour incubations under experimental conditions. The 
percentages of viable cells were determined from a standard curve which was generated 
from mixtures of live and dead cells (dead cells were produced by ice cold methanol 
treatment for 5 minutes). 5 points were used to create the standard curve, 100% live cells 
resting media, 25% dead cells with 75% live cells, 50% dead cells with 50% live cells, 
75% dead cells with 25% live cells and 100% dead cells (positive control).  
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2.7 Enzyme-Linked Immunosorbent Assay (ELISA) MSD 
 
To measure cell culture supernatant IL-8, IL-6 and GMCSF, a multiplex enzyme-linked 
immunosorbent assay (ELISA) was performed using manufacturer’s instructions (Meso 
Scale Discovery, Maryland, USA). Cytokines were measured by MSD cytokine assays. 
One to four cytokines can be measured in a MSD 96-well MULTI-SPOT plate, 
competitive immunoassay (sandwich), single spot, or patterned array with capture 
antibodies (Figure 5). 
 
 
Figure 5: M-CSF Capture Antibody is pre-coated on a Single Spot MULTI-ARRAY plate 
Or on specific spots of a 4-Spot MSD MULTI-SPOT plate. Calibrator solutions and 
Samples are incubated in the plate, and M-CSF binds to corresponding Capture 
antibody spot. M-CSF is detected using an M-CSF-specific Detection Antibody labelled 
with MSD SULFO-TAGTM reagent. This figure has been modified from MSD 
 
All reagents were used at room temperature. 25 µL of diluents 2 (protein and animal 
derived material medium) was added into plates well, covered with adhesive strip and 
incubated with vigorous shaking for 30 minutes at room temperature. 25 µL of standards 
and samples were added; with vigorous shaking and incubated for 2 hours at room 
temperature. Plates were washed three times with PBS + 0.05% Tween-20 at pH 7. 
Detection antibody solution (25 µL) was added (mix 2.94 mL of diluents 3 with 60 µL 
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aliquot of the stock detection antibody) and the plates were then incubated for 2 hours at 
room temperature with vigorous shaking. A wash with wash buffer was repeated three 
times. 150 µL of read buffer was then added, and the plate was then read by the MSD 
plate reader. The lowest levels for cytokines quantitation by the MSD plate reader was 
0.6pg/mL.  
2.8 Statistical analysis 
 
GraphPad Prism version 4 for Windows was used to carry out analyses; Non-parametric 
statistical tests were used throughout on the basis that “Non-parametric” implies that there 
was no assumption of a specific distribution for the population data gathered in the thesis. 
The 1-Sample Wilcoxon was used for paired data comparisons. This is the nonparametric 
alternative to 1-sample (paired) t-tests, used when data is known to be normally 
distributed. P values of 0.05 or less were considered to be significant as is convention. 
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Chapter 3 
Effect of refluxate components on primary cells cultured from lung 
transplant recipients 
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3.1 Introduction 
 
Lung transplantation (LTx) has attained the status of a viable therapeutic option for 
increasing survival as a treatment option for end-stage, pulmonary disorders, improving 
the quality of life (Trulock et al., 2006). The development of chronic allograft rejection is 
believed to be a significant reason for the reduced long-term survival of lung transplant 
recipients (Trulock et al., 2006). The clinical manifestation of chronic rejection is termed 
bronchiolitis obliterans syndrome (BOS) which is defined as a persistent drop after 
transplantation in the forced expiratory volume in one second (FEV1). Obliteration of the 
terminal bronchioles is the pathological cause for the development of this syndrome 
(Verleden et al., 2005). The pathophysiology of BOS is not well-understood; however, it 
is increasingly recognised that both immunological and non-immunological mechanisms 
influence it (Boehler et al., 1998, Blondeau et al., 2008b, Verleden and Dupont, 2006). A 
potential non-alloimmune cause of BOS has been identified as gastro-oesophageal reflux 
(GOR) and oesophageal pH-metry has shown a greater oesophageal acid exposure in 70% 
of LTx patients (Benden et al., 2005, Hadjiliadis et al., 2003). Pepsin and bile acids have 
been identified as important luminal gastric components present, in bronchial material of 
LTx recipients (D'Ovidio et al., 2005b, Ward et al., 2005, D'Ovidio et al., 2006a). 
D’Ovidio et al have demonstrated that increased bile acids levels in (BALF) in 22% of 
LTx patients was associated with reduced freedom from BOS (D'Ovidio et al., 2006a). 
All LTx recipients had increased levels of pepsin in BALF, suggesting that aspiration 
after LTx might be widespread even in the patients with normal GOR indices (Ward et 
al., 2005, O'Halloran et al., 2004). Bile acids have also been detected in BALF in 49% of 
LTx patients but not in the non-transplant samples (D'Ovidio et al., 2005b, D'Ovidio et 
al., 2006a). The absolute levels of BALF pepsin was thought to be a general marker of 
aspiration of gastric contents, while bile acids were found to be a more specific marker of 
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gastric aspiration, possibly related specifically to the pathophysiology of aspiration 
induced BOS. Increased oesophageal acid exposure does not seem to be discriminating, 
as similar levels have been reported in patients both with and without BOS as described 
by Davis et al and Hadjilidis et al (Davis et al., 2003a, Hadjiliadis et al., 2003) 
The potential pathophysiological, mechanistic relationships between the primary 
epithelial cells from lung recipients and the aspiration markers that have been associated 
with the development chronic rejection have been studied within this thesis. Specifically, 
the responses of primary epithelial cells have been examined when stimulated with 
different bile acids, porcine pepsin and different human gastric juice samples. The 
response of the epithelial cells has been assessed by cytokine output, concentrating on 
cytokines that are known to be involved in neutrophilia; such as interleukins 6, 8 and 
GMCSF as BOS is known to have a neutrophilic pathophysiology (Devouassoux et al., 
2002, D'Ovidio et al., 2005b).  
 
3.2 Methods and statistical analysis 
 
When PBECs were 80-95% confluent in 24 well plates they were rested for 24 hours as 
(2.2.5). After that, individual primary and secondary bile acids, porcine pepsin, and 
different patient derived gastric juice (whole, filtered and dialysed) samples were used to 
stimulate the cells. All concentrations are reported in section (2.2.5).  
 
Cell viability was assessed by the Titre-blue Assay (2.6). An MSD 96-well multiplex 
ELISA was used to measure IL-8, IL-6 and GMCSF (2.7). GraphPad Prism version 4 was 
used for data analysis as outlined in (2.8). 
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3.3 Results and Discussion  
 3.3.1 Epithelial cell culture:  
 
One aim of my project was to process and culture primary epithelial cells from 
lung transplant recipients. Although the culture of these cells is very difficult in 
this research field, approximately 70% success rate was achieved. This experience 
was favourable compared to other studies, e.g other study success rate of 39% 
(Forrest et al., 2005)  
The cells were cultured in different culture conditions, Figure 6(A) shows 24 well 
cell cultures of primary epithelial cells from patients in complete media (BEBM) 
at 37°C. In addition, it was possible to culture cells in a 24 well cell culture to a 
defined time point (6 days), stimulate with different bile acids, porcine pepsin and 
different  human gastric juice samples (Figure 6(B)). After cryopreservation it 
was possible to re-establish these cells in culture as shown in Figure 6(C) after 
four days. Epithelial cells cultured in complete media (BEBM) in 24 well cell 
cultures and stimulated with 200 µmol/l lithocholic acid are shown in Figure 6(D) 
after 48 hours. Epithelial cells cultured in complete media (BEBM) in 24 well cell 
cultures stimulated with lithocholic acid 50 µmol/ l are shown in Figure 6(E). 
Epithelial cells cultured in complete media (BEBM) in 24 well cell cultures and 
stimulated with lithocholic acid 25 µmol/ l are shown in Figure 6(F). Epithelial 
cells cultured in complete media (BEBM) in 24 well cell cultures and stimulated 
with lithocholic acid 1µmol/ l are shown in Figure 6(G). 
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Figure 6A: Epithelial cells cultured in complete media (BEBM) in 24 well cell cultures, at 37°C 
after three days from passage (X100 magnification). These cells have the typical appearance of 
healthy, primary epithelial cells in submerged culture. This is shown by the patches of 
‘cobblestone’ morphology. The cells are clearly adherent, with minimal numbers of floating or 
fibroblast like cells. 
 
  
 
 
 
Figure 6B: Epithelial cells cultured in complete media (BEBM) of 24 well cell cultures after six 
days from passage, ready for stimulation by bile acid or vehicle alone (X100 magnification). 
As in 6 (A) these cells have the typical appearance of healthy, primary epithelial cells in 
submerged culture. This is shown by the ‘cobblestone’ morphology. The cells are clearly 
adherent, with minimal numbers of floating or fibroblast like cells. The difference between Fig 
6(A) and 6 (B) is that there are more cells and no obvious gaps. The cells are therefore confluent 
and ready for stimulation experiments 
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Figure 6(C): Epithelial cells cultured in complete media (BEBM) after storage in liquid 
nitrogen,cultured at 37°C, 24 well cell culture, for (6 days) (X100 magnification). As in figure 
6(A) and figure 6 (B) these cells have the typical appearance of healthy, primary epithelial cells in 
submerged culture. This is shown by the ‘cobblestone’ morphology. The cells are clearly 
adherent, with minimal numbers of floating or fibroblast like cells. The cells are therefore 
confluent and ready for stimulation experiments.  This shows that cells stored in liquid nitrogen 
are similar in appearance to freshly cultured cells. 
 
 
 
 
Figure 6 (D): Epithelial cells cultured in complete media (BEBM) of 24 well cell cultures after 
two days of stimulation with 200 µmol/l lithocholic acid (X100 magnification). In contrast to 
Figures 6 (A) - 6 (C), these cells have lost the normal cobblestone appearance of normal healthy 
cells. There is evidence of cell death as the cells appear more rounded. 
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Figure 6(E): Epithelial cells cultured in complete media (BEBM) of 24 well cell cultures after 
stimulation with lithocholic acid 50 µmol/l for two days (X300 magnification). This shows 
obvious cell damage. In contrast to Figures 6(A) - 6(C) these cells have lost the normal 
cobblestone appearance of cells not incubated with lithocholic acid. Following lithocholic acid 50 
µmol/l for two days, the cells are rounded, with gaps in between cells. Cell detachment has 
occurred leading to floating, non adherent cells. 
 
 
 
 
 
 
Figure 6(F): Epithelial cells cultured in complete media (BEBM) of 24 well cell cultures after 
stimulation with lithocholic acid (25µmol/l) for two days (X300 magnification). The cells do not 
appear normal (i.e. some cobblestone appearance but the cells are more rounded) as in Figures 
6(A) - 6(C), but there is less clear damage than in figure 6(E) 
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Figure 6(G): Epithelial cells cultured in complete media (BEBM) of 24 well cell cultures after 
stimulation with lithocholic acid (1µmol/l) for two days (X300 magnification). The cells appear 
normal with an obvious cobblestone appearance and the cells are in close association with each 
other. Similar in appearance to figures 6A - 6C 
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A further aim of the project was to determine whether primary bronchial epithelial cells 
from lung recipients were able to produce significant increases in IL-8, IL-6 and GMCSF 
after challenge by bile acids, porcine pepsin, and different human gastric juice (whole, 
filtered and dialysed) samples as outlined in (2.2.5). 
The primary bile acid chenodeoxycholic acid and secondary bile acids deoxycholic acid 
and lithocholic acid were each used to stimulate cultured PBECs at different 
concentrations from 0.25μmol/l to 10μmol/l for 48 hours and compared to basal 
incubations. Figures 7 to 9 shows the levels of IL-8, IL-6 and GMCSF released from 
PBECs from lung transplant recipients after stimulation by chenodeoxycholic acid for 48 
hours. Table 6 shows that chenodeoxycholic acid caused a significant increase in the 
release of IL-8 at 1, 5 and 10μmol/l. However the IL-6 levels produced by the cells were 
only increase significantly by 5μmol/l chenodeoxycholic acid. GMCSF levels increased 
significantly after exposure to 0.75, 5 and 10μmol/l of chenodeoxycholic acid.  
Figures 10 to 12 show the different levels for IL-8, IL-6 and GMCSF produced after the 
challenge of PBECs with deoxycholic acid. Table 7 show that IL-8 levels at 1 and 10 
μmol/l deoxycholic acid were significantly stimulated. IL-6 levels were not elevated by 
any of the concentrations of this bile acid. Interestingly GMCSF levels were significantly 
elevated by all the concentrations of deoxycholic acid except 0.75μmol/l. Figures 13 to 15 
show the different levels for IL-8, IL-6 and GMCSF produced by PBECs after they were 
stimulated with lithocholic acid. Table 8 shows that IL-8 levels were significantly higher 
than basal at concentrations of 1 μmol/l and above of lithocholic acid. IL-6 levels were 
only elevated when stimulated by 5μmol/l lithocholic acid, GMCSF levels were 
significantly elevated by concentrations of lithocolic acid of 1μmol/l and above.  
In general these bile acid stimulation studies demonstrate that IL-6 production is the least 
effected by the bile acids with levels of 5μmol/l or above needed to achieve significant 
elevation in levels.  
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In figures 16 to 18 we can see the concentration of chenodoxycholic acid above 10µmol/l 
cause substation cell death, with 25µmol/l causing 50% cell death. 1µmol/l or above of 
deoxycholic acid and lithocholic acid also effect the cells viability, suggesting that 
secondary bile acids are more cytotoxic than primary bile acids.  
Figures 19 to 21 show the different levels of IL-8, IL-6 and GMCSF produced after 
challenge with different concentrations of porcine pepsin at pH 7.4. Those figures show 
no significant stimulation of cytokine production from PBECS from lung recipients after 
testing across a range of porcine pepsin concentrations. The pepsin used in this study 
would be inactive and probably irreversibly denatured at pH 7.4. Therefore any effect 
would be attributed to the protein and not the active enzyme. Figures 22 to 24 show the 
different levels for IL-8, IL-6 and GMCSF after challenge of PBECs with 8 different 
human gastric juices derived from patients, diluted 1:1000. The production of cytokines 
by the cells depends on which gastric juices are used (tables 8 and 9), indicating marked 
variability between different gastric juices. As shown by CR52 which produces 
significant down- regulation of IL-8 as compared to CR45 which produces significant up-
regulation of IL-8. This variability might be because of the variations in human gastric 
juice components. For example the gastric juice sample CR45 which contained no bile 
acids, and very low levels of pepsin (57µg/ml). However this particular gastric juice 
caused a significant increase in IL-8 production at 1:1000 dilution. This is potentially due 
to its content of pathogens, with α haemolytic streptococcus demonstrated on culture, 
though other organisms may also be present in the gastric juice. Interestingly this juice 
also caused a significant increase in IL-6 levels (the only juice to do so), but there was no 
significant GMCSF stimulation. The pepsin level in CR52 was much higher (1319 µg/ml) 
with no pathogens and it caused a significant down regulation of IL-8 levels. CR38 
contained 250µmol/L of total bile acids, Candida sp, A. lwoffii and α haemolytic 
streptococcus and also led to significant IL-8 stimulation, but not IL-6 or GMCSF. In 
58 
 
addition CR34 (which contained high levels of pepsin and 240µmol/l bile acids but no 
pathogens) caused a significant reduction in GMCSF levels (Table 10). Figures 25 to 27 
detail the finding that after stimulation with filtered and dialysed gastric juice samples 
PBECs produced no significant increase in levels of IL-8, IL6 and GMCSF. This may 
indicate that pathogens as well as bile acids are causing significant increases in IL-8, IL-6 
production. The whole pathogens will be removed by filtration and some bacterial 
products such as LPS (depending on size) will be removed by dialysis. Bile acids are 
mainly removed by dialysis as show in Table 9.  It is interesting to note that 4 gastric 
juice samples that had no stimulating affect on IL-6, after dialysis and filtration down 
regulated IL-6 levels. Figures 28 to 30 show that the PBECs from lung recipients were 
not significantly stimulated to produce IL-8, IL-6 or GMCSF after gastric juices were 
modified by filtration and dialysis of the samples. The comparison with the same samples 
stimulated by whole gastric juice samples indicates that the PBEC 
inflammatory/damaging components in vitro are molecules that can be removed by 
dialysis and filtration.  
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  3.4.1 IL-8, IL6 and GMSF levels, after cell stimulation with the individual primary 
bile acid (chenodoxeycholic acid) at 37 ºC for 48hours in 5% CO2. 
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Figure 7: The effect of stimulating PBECs from lung transplantation recipients with 
chenodeoxycholic acid and its effect on IL-8 release, following stimulation for 48 hours. Basal 
represents the background production of cytokine without chenodeoxycholic acid stimulation. 
Cytokine secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The horizontal bars represent the median values from experiments, 
n=8. 
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Figure 8: The effect of stimulating PBECs from lung transplantation recipients with 
chenodeoxycholic acid and its effect on IL-6 release, following stimulation for 48 hours. Basal 
represents the background production of cytokine without chenodeoxycholic acid stimulation. 
Cytokine secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The horizontal bars represent the median values from experiments, 
n=8. 
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Figure 9: The effect of stimulating PBECs from lung transplantation recipients with 
chenodeoxycholic acid, and its effect on GMCSF release, following stimulation for 48 hours. 
Basal represents the background production of cytokine without chenodeoxycholic acid 
stimulation Cytokine secretion in cell supernatants was measured by MSD ELISA. P values of 
0.05 or less were regarded as significant. The horizontal bars represent the median values from 
experiments, n=8. 
 
 
61 
 
 
 Table 6: Levels of chenodeoxycholic acid that demonstrated significant stimulation 
of cytokine release from lung transplant derived PBECS. 
 
 
 Chenodeoxycholic acid µmol/l 
0.25 0.5 0.75 1 5 10 
IL-8 _____ _____ _____ * *  * 
IL-6 _____ _____ _____ _____ * _____ 
GMCSF _____ _____ * _____ *  * 
 
Table 8: The levels of chenodeoxycholic acid challenge for PBECs from lung transplant recipient, 
which demonstrated significant stimulation of cytokine release.  
 Increase 
 Decrease 
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3.4.2   IL-8, IL-6 and GM-CSF levels, after cell stimulation with the individual 
secondary bile acid (Doxeycholic acid) at 37 ºC for 48hours in 5% CO2. 
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Figure 10: The effect of stimulating PBECs from lung transplantation recipients with deoxycholic 
acid and its effect on IL-8 release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without bile acid stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant. 
The horizontal bars represent the median values from experiments, n=8. 
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Figure 11: The effect of stimulating PBECs from lung transplantation recipients with deoxycholic 
acid and its effect on IL-6 release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without bile acid stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant.  
The horizontal bars represent the median values from experiments, n=8. 
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Figure 12: The effect of stimulating PBECs from lung transplantation recipients with deoxycholic 
acid and its effect on GMCSF release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without bile acid stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant.  
The horizontal bars represent the median values from experiments, n=8. 
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Table 7:  Levels of deoxycholic acid that demonstrated significant stimulation of 
cytokine release from lung transplant derived PBECS. 
 
 deoxycholic acid µmol/l 
0.25 0.5 0.75 1 5 10 
IL-8 ____ ____ ____  * ____  * 
IL-6 ____ ____ ____ ____ ____ ____ 
GMCSF  *  * ____  *  *  * 
 
Table 9: The levels of deoxycholic acid challenge for PBECs from lung transplant recipient, 
which demonstrated significant stimulation of cytokine release.  
 Increase 
 Decrease 
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3.4.2    IL-8, IL-6 and GM-CSF levels, after cell stimulation with the individual 
secondary bile acid (Lithocholic acid) at 37 ºC for 48hours in 5% CO2. 
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Figure 13: The effect of stimulating PBECs from lung transplantation recipients with lithocholic 
acid and its effect on IL-8 release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without bile acid stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant.  
The horizontal bars represent the median values from experiments, n=8. 
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Figure 14: The effect of stimulating PBECs from lung transplantation recipients with lithocholic 
acid and its effect on IL-6 release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without bile acid stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant.  
The horizontal bars represent the median values from experiments, n=8. 
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Figure 15: The effect of stimulating PBECs from lung transplantation recipients with lithocholic 
acid and its effect on GMCSF release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without bile acid stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant.  
The horizontal bars represent the median values from experiments, n=8. 
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Table 8:  Levels of lithocholic acid that demonstrated significant stimulation of 
cytokine release from lung transplant derived PBECS. 
 
 lithocholic acid µmol/l 
0.25 0.5 0.75 1 5 10 
IL-8 _____ _____ _____  * *  * 
IL-6 _____ _____ _____ _____  * _____ 
GMCSF _____ _____ _____  *  *  * 
 
Table 10: The levels of lithocholic acid challenge for PBECs from lung transplant recipient, 
which demonstrated significant stimulation of cytokine release.  
 Increase 
 Decrease 
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  3.4.3 Cell viability for primary bronchial epithelial cells from explanted CF 
patients after stimulation by individual bile acid 
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Figure 16: The viability of primary bronchial epithelial cells from lung recipients after challenge 
with different concentrations of chenodoxycholic acid for 48 hours. Cell viability was assessed by 
CellTiter- Blue cell viability assay (Promega. Madison), n=5.  
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Figure 17: The viability of primary bronchial epithelial cells from lung recipients after challenge 
with different concentrations of deoxycholic acid for 48 hours. Cell viability was assessed by 
CellTiter- Blue cell viability assay (Promega. Madison), n=5.  
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Figure 18: The viability of primary bronchial epithelial cells from lung recipients after challenge 
with different concentrations of lithocholic acid for 48 hours. Cell viability was assessed by 
CellTiter- Blue cell viability assay (Promega. Madison), n=5.  
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 3.4.4 IL-8, IL-6 and GM-CSF levels, after cell stimulation with Pepsin at 37 ºC 
 pH 7.4 for 48 hours in 5% CO2. 
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Figure 19: The effect of stimulating PBECs from lung transplantation recipients with porcine 
pepsin and its effect on IL-8 release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without pepsin stimulation. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as significant.  
The horizontal bars represent the median values from experiments, n=8. 
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Figure 20: The effect of stimulating PBECs from lung transplantation recipients with porcine 
pepsin and its effect on IL-6 release, following stimulation for 48 hours. Basal levels (no pepsin 
stimulation). Cytokine secretion in cell supernatants was measured by MSD ELISA. P values of 
0.05 or less were regarded as significant. The horizontal bars represent the median values from 
experiments, n=8. 
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Figure 21: The effect of stimulating PBECs from lung transplantation recipients with porcine 
pepsin and its effect on GMCSF release, following stimulation for 48 hours. Basal levels (no 
pepsin stimulation). Cytokine secretions in cell supernatants were measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The horizontal bars represent the median 
values from experiments, n=8. 
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Gastric 
Juice 
 
pH 
Pepsin 
activity 
(µg/ml) 
Total bile 
(µmol/L) 
Total bile after 
filtered and 
dialysed(µmol/L) 
Pathogens 
LTx8 1.2 
1346 320 
60 Pseudomonas aeruginosa, 
Candida  parapsilosis strains 
CR34 1.6 1247 240 75 None 
CR52 1.7 1319 20 0 None 
CR47 5.1 
460 0 
0 Proteus Mirabilis, Klebsiella. 
ozaenae 
 
CR50 
 
5.2 
3772 3060 
 
290 
Coagulase –ve 
Staphylococcus, Diptheroids 
CR42 5.5 
3153 480 
0 Acinetobacter junii, Candida  
parapsilosis strains. 
CR38 6.6 0 250 40 
Candida  parapsilosis strains., 
A.lwoffii,α haemolytic 
streptococcus 
CR45 8.4 57 0 0 α haemolytic streptococcus 
 
 
Table 11: The concentration of pepsin and bile acids of each gastric juice, and the pH of the 
gastric juice sample. LTx denotes lung transplant patient and CR samples are routine 
gastroenterology  patients.  
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3.4.5 IL-8, IL-6 and GM-CSF levels, after cell stimulation with whole gastric juice at 
37 ºC for 24 hours in 5% CO2. 
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Figure 22: The effect of stimulating seven different sets of PBECs from lung transplantation 
recipients with whole gastric juice diluted 1:1000 and its effect on IL-8 release, following 
stimulation for 24 hours. Basal plotted for each gastric juice. Cytokine secretions in cell 
supernatants were measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The horizontal bars represent the median values from experiments, n=7. 
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Figure 23: The effect of stimulating seven different sets of PBECs from lung transplantation 
recipients with whole gastric juice diluted 1:1000 and its effect on IL-6 release, following 
stimulation for 24 hours. Basal plotted for each gastric juice. Cytokine secretions in cell 
supernatants were measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The horizontal bars represent the median values from experiments, n=7. 
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Figure 24: The effect of stimulating seven different sets of PBECs from lung transplantation 
recipients with whole gastric juice diluted 1:1000 and its effect on GMCSF release, following 
stimulation for 24 hours. Basal plotted for each gastric juice. Cytokine secretions in cell 
supernatants were measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The horizontal bars represent the median values from experiments, n=7. 
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Table 10: The whole diluted human gastric juice that demonstrates a significant 
effect of cytokine release. 
 
 whole gastric juice patients 1:1000 
LTx8 CR42 CR47 CR52 CR34 CR38 CR50 CR45 
IL-8 ____ ____ ____ *   *   * 
IL-6 ____ ____ ____ ____ ____ ____ ____  * 
GMCSF ____ ____ ____ ____ * ____ ____ ____ 
 
Table 12: Whole gastric juice (1:1000) challenge for PBECs from lung transplant recipient, which 
demonstrated significant changes to cytokine release.  
  Increase 
 Decrease 
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3.4.6 IL-8, IL-6 and GM-CSF levels, after cell stimulation with filtered and dialysed 
gastric juice at 37 ºC for 24 hours in 5% CO2. 
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Figure 25: The effect of stimulating PBECs from lung transplantation recipients with filtrated and 
dialysed gastric juice at the same 1:1000 dilution and its effect on IL-8 release, following 
stimulation for 24 hours. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The horizontal bars represent the median 
values from experiments, n=7. 
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Figure 26: The effect of stimulating PBECs from lung transplantation recipients with filtrated and 
dialysed gastric juice at the same 1:1000 dilution and its effect on IL-6 release, following 
stimulation for 24 hours. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The horizontal bars represent the median 
values from experiments, n=7. 
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Figure 27: The effect of stimulating PBECs from lung transplantation recipients with filtrated and 
dialysed gastric juice at the same 1:1000 dilutions and its effect on GMCSF release, following 
stimulation for 24 hours. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The horizontal bars represent the median 
values from experiments, n=7. 
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Table 11:  The filtered and dialysed patient gastric juice that demonstrated a 
significant effect of cytokine release. 
 
 
 whole gastric juice patients 1:1000 
LTx8 CR42 CR47 CR52 CR34 CR38 CR50 CR45 
IL-8 ____ ____ ____ ____ ____ ____ ____ ____ 
IL-6 ____ * ____ * * * ____ ____ 
GMCSF ____ ____ ____ ____ ____ ____ ____ ____ 
 
Table 13: Whole gastric juice (1:1000) challenge for PBECs from lung transplant recipient, which 
demonstrated significant changes to cytokine release.  
  Increase 
 Decrease 
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3.4.7 Comparison IL-8, IL-6 and GM-CSF levels, after cell stimulation with whole 
gastric juice and dialyses gastric juice   at 37 ºC for 24 hours in 5% CO2. 
 
 
 
Basal LT 8 CR 42CR 47CR 52CR 34CR 38CR 50CR 45
0
750
1500
2250
3000
3750
4500
5250
6000
Whole diluted gastric juice
Filtered and dialysed diluted gastric juice
Gastric juice sample
Il
-8
 (
p
g
/m
L
)
 
 
Figure 28: The effect of stimulating PBECs from lung transplantation recipients with whole 
gastric juice at the same 1:1000 dilution, filtered and dialysed gastric juice, its effect on IL-8 
release, following stimulation for 24 hours. Cytokine secretions in cell supernatants were 
measured by MSD ELISA. The resulte shown are mean & SEM from experiments, n=7, 
for whole diluted and 7 for filtered gastric juice.  
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Figure 29: The effect of stimulating PBECs from lung transplantation recipients with whole 
gastric juice at the same 1:1000 dilution, filtered and dialysed gastric juice, its effect on IL-6 
release, following stimulation for 24 hours. Cytokine secretions in cell supernatants were 
measured by MSD ELISA. The results shown are mean & SEM from experiments, n=7, 
for whole diluted and n=7 for filtered gastric juice. 
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Figure 30: The effect of stimulating PBECs from lung transplantation recipients with whole 
gastric juice at the same 1:1000 dilution, filtered and dialysed gastric juice, its effect on GMCSF 
release, following stimulation for 24 hours. Cytokine secretions in cell supernatants were 
measured by MSD ELISA. The results shown are mean & SEM from experiments, n=7, 
for whole diluted and n=7 for filtered gastric juice. 
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Primary epithelial cells from lung transplant recipients were cultured, passaged and stored 
in liquid nitrogen, this method helped with the research because it allowed me to repeat 
experiements, and find the same sample to culture again after storage. PBECs stimulated 
with bile acids indicated the potential for a number of bile acids to cause inflammatory 
cytokine production with the hydrophobic lithocholic acid being particularly potent on a 
molar basis as can be seen with the cell viability data. 
However, there was no significant cytokine release from PBECs, after stimulation with 
various concentrations of porcine pepsin (25-100 ng/ml). 
Human gastric juices can stimulate inflammatory cytokine production from PBECs at 
potentially physiologically achievable dilutions (1:1000), i.e levels of gastric juice that 
could potentially be found in the lung. Filtration and dialysis of gastric juices indicate that 
a significant portion of the gastric juices’ stimulatory potential is of small molecular 
weight origin such as bile acids. 
The potential for microbiological content of gastric juice to be a stimulating factor was 
implied by the fact that gastric juice samples grew a range of bacteria and that the 
stimulatory potential of gastric juice was modifiable by filtration.  
There are some study that suggests a relationship between bile acid structure and effect on 
PBECs in vitro (Resarcher, 2008). It may be that hydroxyl groups play a role in 
stimulation, as chenodeoxycholic acid and deoxycholic acid have two hydroxyl groups 
and were shown to be less toxic and also did not make PBECs produce significant levels 
of cytokines. Whereas lithocholic acid has one OH group and is more toxic to PBECs. 
Lithocholic acid caused significant stimulation of IL-8 and GMCSF with concentration of 
1µmol/l and above.  
Pepsin at pH 7.4 was found to have no effect on PBECs in vitro and did not cause 
significant stimulation of IL-8 IL-6 and GMCSF. At pH 7.4, pepsin is not active and 
cannot cause damage to the extracellular matrix of the lung tissues in vitro. Mertens et al, 
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suggest no relationship between concentration of pepsin and IL-8 released from PBECs in 
vitro (Mertens et al., 2010)    
A hypothesis for the down regulation of inflammatory response would be the presence of 
Helicobacter pylori in gastric juice which has been shown to increase the production of 
IL-10 which can dampen the immune response (Bodger and Crabtree, 1998). Although 
the bacteria would be removed by filtration its endotoxins, vacuolating cytotoxin A 
(VacA), would not be. VacA is secreted and processed as a 33k and a 55k protein. These 
can induce apoptosis and down regulation of cellular activity (Isomoto et al., 2010). There 
was no effect on cell viability after stimulation with porcine pepsin, whole diluted human 
gastric juice, or filtered and dialysed gastric juice samples.             
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Chapter 4 
Effect of refluxate components on primary cells cultured from the cystic 
fibrosis lung 
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 4.1 Introduction 
 
Defects in the cystic fibrosis transmembrane conductance regulator (CFTR) gene have 
been identified as the causal mechanism for cystic fibrosis (CF). Chronic CF leads to life-
long morbidity and premature mortality (Ratjen, 2009). Lung disease accounts for more 
than 95% of morbidity and mortality in CF patients (Doring et al., 2007, Ratjen, 2009). 
During recent decades, promising improvements in the clinical care practices have led to 
an improved rate of survival for people suffering from CF, however knowledge about the 
exact pathogenesis of CF lung disease continues to be limited (Dodge et al., 2007).  
Intense neutrophilic inflammation has been found to be a key histological characteristic of 
the CF airway, it is also well known that interleukin (IL-8) is a dominant cytokine in CF 
lung disease (Downey et al., 2009). Children and adults with CF have been reported to 
suffer from gastro-oesophageal reflux, however, the exact contribution of reflux to lung 
injury has not been evaluated extensively. The prevalence of reflux has been estimated 
between 55 to 90% (Blondeau et al., 2008a, Brodzicki et al., 2002, Button et al., 2005, 
Gustafsson et al., 1991, Heine et al., 1998, Ledson et al., 1998, Malfroot and Dab, 1991, 
Scott et al., 1985, Vic et al., 1995). It has been emphasized that certain primary and 
secondary mechanisms make CF patients prone to reflux. These mechanisms include 
reduced lower oesophageal sphincter pressure, increased transient lower oesophageal 
sphincter relaxations, delayed gastric emptying and altered abdominal-thoracic pressure 
dynamics during coughing and chest physiotherapy (Ledson et al., 1998, Cucchiara et al., 
1991, Blondeau et al., 2008a). Reduced lung function in people with CF has been 
associated with the presence of reflux-induced cough (Blondeau et al., 2008a) and gastro-
oesophageal reflux (Navarro et al., 2001, Blondeau et al., 2008a). 
Another common finding in people with CF is abnormal gastrointestinal motility leading 
to reflux of duodenal contents back into the stomach (Hallberg et al., 2004). In line with 
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this observation, sputum of both adults and children with CF has been analyzed and found 
to contain high concentrations of bile acids (Blondeau et al., 2008a, Blondeau et al., 
2010). Lung transplant recipients transplanted for CF have also been found to have higher 
concentration of bile acids in bronchoalveolar lavage (BAL) fluid, compared to non-CF 
lung transplant recipients and non-transplant controls (Blondeau et al., 2008a). It must be 
noted however, that non- or weakly-acidic refluxate, is more likely to be clinically silent, 
and therefore, under recognised. In order to detect it, oesophageal impedance is required 
in addition to pH monitoring alone (Sweet et al., 2009, Blondeau et al., 2008a). The 
present state of understanding about non-acidic reflux and aspiration in lung injury is 
limited and appropriate studies are warranted. The underlying hypothesis was that people 
with CF would have bile acids present in the lower airways and that bile acid challenge 
would cause release of inflammatory mediators and damage to primary bronchial 
epithelial cells (PBECs) cultured from CF lungs. 
 
 4.1.1 Method and Statistical analysis 
 
CF lung derived PBEC cultures were used to perform proof of concept experiments. In 
these experiments the affect of individual primary and secondary bile acids, porcine 
pepsin, different patient derived gastric juice (whole or filtered and dialysed) samples and 
an artificial bile acid mixture (similar to that found in human bile) were evaluated. All 
concentrations are shown in section (2.2.5).  
  
Cell viability was assessed by the Titre-blue Assay (2.6). An MSD 96-well multiplex 
cytokine kit was used to measure IL-8, IL-6 and GMCSF (2.7). GraphPad Prism version 4 
was used for analysis of data as outlined in (2.8). 
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4.2 Results and Discussion   
    
One of the project aims was to process and culture primary epithelial cells PBECs 
from the explanted lung of CF patients. Initial cultures were produced from CF lungs 
by Dr Malcolm Brodlie. Subsequently, an approximately 70% success rate was 
achieved for ongoing culture due to the methods developed (Brodlie et al., 2010). 
Another aim of the project was to establish whether primary epithelial cells PBECs 
from CF patients (CF PBECs) are able to produce significant increases in IL-8, IL-6 
and GMCSF after stimulation with bile acids, porcine pepsin different human gastric 
juice (whole, filtered and dialysed) samples (Table 9) dilutions 1:1000 and a bile acid 
mixture (2.2.5)     
The levels for inflammatory cytokine production IL-8, IL-6 and GMCSF from primary 
epithelial cells from explanted CF patients after stimulated by chenodeoxycholic acid for 
48 hours are shown in Figures 31 to 33. Table 12 shows that chenodeoxycholic acid 
caused a significant increase in the release of IL-8 at 0.25, 0.5, 0.75, 1, 5 and 10µmol/l 
compared to basal levels. The IL-6 response threshold was higher than the IL-8 response 
becoming significant at 1µmol/l and 5µmol/l but not at 10µmol/l. The threshold for the 
GMCSF response was similar to IL-6 where significantly higher levels did not occur until 
the cells were exposed to concentration of 1µmol/l and above of chenodoxycholic acid. 
Figures 34 to 36 show the different levels for IL-8, IL-6 and GMCSF release from CF 
PBECs after being challenged with deoxycholic acid for 48 hours. Table 13 shows a 
significant increase in IL-8 levels at 0.25, 0.5, 0.75, 1, 5 and 10µmol/l deoxycholic acid. 
Concentration 1, 5 and 10µmol/l made CF PBECs release significantly higher levels of 
IL-6. Table  13 and figure 36 show that GMCSF release was significantly up regulated by 
levels of 1µmol/l and above of deoxycholic acid.  Figures 37 to 39 show the levels for IL-
8, IL-6 and GMCSF released from CF PBECs after stimulation with lithocholic acid for 
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48 hours. Table 14 shows that IL-8 levels at 0.25, 0.5, 0.75, 1, 5 and 10µmol/l are 
significantly different from basal. IL-6 and GMCSF levels are significantly elevated with 
lithocholic acid at concentrations of 1, 5 and 10µmol/l. These results demonstrate that the 
IL-8 cytokine response is invoked at much lower bile acid concentration than IL-6 and 
GMCSF. Cell viability for CF PBECs after stimulation with individual bile acids are 
shown in figures 40 to 42. Concentrations above 25µmol/l of chenodeoxycholic acid and 
deoxycholic acid cause 17 and 20 % cell death respectively, but with lithocholic acid the 
effects on cell viability at concentrations above 25µmol/l increased cell death to 55 %.   
Figures 43 to 45 show the levels for IL-8, IL-6 and GMCSF after the cells were 
stimulated with different concentrations of porcine pepsin at pH 7.4. There was non-
significant increase in IL-8 cytokine production from CF PBECs with no effect on IL-6 or 
GMCSF at concentrations of 25, 50 and 100 ng/ml of porcine pepsin. Figures 46 to 48 
have shown the different levels of IL-8, IL-6 and GMCSF production after challenges 
with 8 different whole diluted human gastric juice samples. The cytokine production by 
the cells depends on which gastric juices used (Table 9), indicating marked variability 
between different gastric juices, and the variations in the whole human gastric juice 
components. IL-8 levels were significantly increased on exposure to four 1:1000 diluted 
gastric juices CR42, CR47, CR34 and CR38. Three out of four of these gastric juices also 
increased the levels of IL-6 but none of the gastric juices significantly altered GMCSF 
levels as seen in table 15. For example, the gastric juice sample CR47 which contained 
moderate levels of pepsin (460µg/ml) but no bile acids caused a significant increase in 
IL-8 production at 1:1000 dilution. This is potentially due to its content of pathogens, 
with P. Mirabilis, K. ozaenae demonstrated on culture (Table 9), though other organisms 
may be present in the gastric juice. The other three juices (CR 34, 38 and 42) that 
significantly increase IL-8 levels all contain bile acids ranging from 240 - 480µmol/l. 
CR34 and CR42 also contain pepsin activity, 1247µg/ml and 3153µg/ml respectively. 
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Pathogens were identified in CR38 and CR42 but not in CR34. This suggests that one of 
the above factors or a combination of them stimulates IL-8 release / production. 
Interestingly CR34 does not significantly stimulate IL-6 release and it does not contain 
any pathogens. This suggests that the IL-6, unlike the IL-8 response requires pathogens to 
be present in the gastric juice.  
 CF PBECs produced no significant increase of IL-8, IL-6 and GMCSF after stimulation 
with filtered and dialysed diluted human gastric juice samples. 
There appears to be significant changes in IL-6 levels with the dialysed filtered gastric 
juices, with several showing a reduction in IL-6 levels. These were not considered further 
because the differences were close to the limit of quantisation of the ELISA for IL-6 i.e. 
0.6pg/ml. A comparison of whole, filtered and dialysed gastric juices are provided in 
figure 52, 53 and 54 for IL-8, IL6 and GMCSF changes. Dialysis and filtration has 
removed the factors responsible for the induced changes to cytokine levels. 
 Figures 55, 56 and 57 show there is no significant changes in the levels of IL-8, IL-6 and 
GMCSF from CF PBECs after stimulation with an artificial bile acid mixture. IL-8 shows 
an upward trend and IL-6 and GMCSF a downward trend. It is surprising considering that 
the bile acid mixture had no effect on cytokine production considering that individual bile 
acids produce increases in cytokine output at levels below 10µmol/l (the concentration of 
the bile acid mixture). Porcine pepsin, different whole / filtered and dialysed diluted 
human gastric juice samples and bile acid mixture showed no significant effect on cell 
viability (data not shown). 
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  4.2.1 IL-8, IL-6 and GM-CSF levels, after cell stimulation with the individual 
primary bile acid (chenodoxeycholic acid) at 37 ºC for 48hours in 5% CO2. 
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Figure 31: The effect of stimulating PBECs from explanted CF patients with chenodeoxycholic 
acid and its effect on IL-8 release, following stimulation for 48 hours. Basal represents the 
background production of cytokine without chenodeoxycholic acid stimulation. Cytokine 
secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were 
regarded as significant. The horizontal bars represent the median values from experiments, n=10. 
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Figure 32: The effect of stimulating PBECs from explanted CF patients with 
chenodeoxycholic acid and its effect on IL-6 release, following stimulation for 48 hours. 
Basal represents the background production of cytokine without chenodeoxycholic acid 
stimulation. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The horizontal bars represent the 
median values from experiments, n=10. 
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Figure 33: The effect of stimulating PBECs from explanted CF patients with 
chenodeoxycholic acid, and its effect on GMCSF release, following stimulation for 48 
hours. Basal represents the background production of cytokine without chenodeoxycholic 
acid stimulation. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The results shown are median values 
from experiments, n=10 
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Table 12:  Levels of chenodeoxycholic acid that demonstrated significant stimulation 
of cytokine release. 
 
 
 Chenodeoxycholic acid µmol/l 
0.25 0.5 0.75 1 5 10 
IL-8  * *  *  *  *  * 
IL-6 ____ ____ ____  *  * ____ 
GMCSF ____ ____ ____  *  *  * 
 
 
Table 14: The levels of chenodeoxycholic acid challenge for PBECs from explanted CF patients 
for 48 hours, which demonstrated significant stimulation of cytokine release.  
 Increase 
 Decrease 
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4.2.2   IL-8, IL-6 and GM-CSF levels, after cell stimulation with the individual 
secondary bile acid (doxeycholic acid) at 37 ºC for 48hours in 5% CO2. 
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Figure 34: The effect of stimulating PBECs from explanted CF patients with deoxycholic 
acid and its effect on IL-8 release, following stimulation for 48 hours. Basal represents 
the background production of cytokine without bile acid stimulation. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant. The horizontal bars represent the median values from experiments, n=10. 
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Figure 35: The effect of stimulating PBECs from explanted CF patients with deoxycholic 
acid and its effect on IL-6 release, following stimulation for 48 hours. Basal represents 
the background production of cytokine without bile acid stimulation. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant. The results shown are median values from experiments, n=10 
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Figure 36: The effect of stimulating PBECs from explanted CF patients with deoxycholic 
acid and its effect on GMCSF release, following stimulation for 48 hours. Basal 
represents the background production of cytokine without bile acid stimulation. Cytokine 
secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The horizontal bars represent the median values from 
experiments, n=10. 
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Table 13:  Levels of deoxycholic acid that demonstrated significant stimulation of 
cytokine release. 
 
 
 deoxycholic acid µmol/l 
0.25 0.5 0.75 1 5 10 
IL-8  *  * *  * *  * 
IL-6 ____ ____ ____  *  *  * 
GMCSF ____ ____ ____  *  *  * 
 
Table 15: The levels of deoxycholic acid challenge for PBECs from explanted CF patients for 48 
hour, which demonstrated significant stimulation of cytokine release.  
 Increase 
 Decrease 
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4.2.3   IL-8, IL-6 and GM-CSF levels, after cell stimulation with the individual 
secondary bile acid (Lithocholic acid) at 37 ºC for 48hours in 5% CO2. 
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Figure 37: The effect of stimulating PBECs from explanted CF patients with lithocholic 
acid and its effect on IL-8 release, following stimulation for 48 hours. Basal represents 
the background production of cytokine without bile acid stimulation. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant. The results shown are median values from experiments, n=10 
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Figure 38: The effect of stimulating PBECs from explanted CF patients with lithocholic 
acid and its effect on IL-6 release, following stimulation for 48 hours. Basal represents 
the background production of cytokine without bile acid stimulation. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant. The horizontal bars represent the median values from experiments, n=10. 
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Figure 39: The effect of stimulating PBECs from explanted CF patients with lithocholic 
acid and its effect on GMCSF release, following stimulation for 48 hours. Basal 
represents the background production of cytokine without bile acid stimulation. Cytokine 
secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The horizontal bars represent the median values from 
experiments, n=10. 
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 Table 14:  Levels of lithocholic acid that demonstrated significant stimulation of 
cytokine release. 
 
 
 lithocholic acid µmol/l 
0.25 0.5 0.75 1 5 10 
IL-8  *  *  *  *  *  * 
IL-6 ____ ____ ____  *  *  * 
GMCSF ____ ____ ____  *  *  * 
 
 
Table 16: The levels of lithocholic acid challenge for PBECs from explanted CF patients 48 
hours, which demonstrated significant stimulation of cytokine release.  
      Increase 
      Decrease 
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4.2.4   Cell viability for primary bronchial epithelial cells from explanted CF 
patients after stimulation by individual bile acid.  
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Figure 40: The viability of primary bronchial epithelial cells from explanted CF patients after 
challenge with different concentrations of chenodoxycholic acid for 48 hours. Cell viability was 
assessed by CellTiter- Blue cell viability assay (Promega. Madison), n=5.  
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Figure 41: The viability of primary bronchial epithelial cells from explanted CF patients after 
challenge with different concentrations of deoxycholic acid for 48 hours. Cell viability was 
assessed by CellTiter- Blue cell viability assay (Promega. Madison), n=5.  
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Figure 42: The viability of primary bronchial epithelial cells from explanted CF patients after 
challenge with different concentrations of lithocholic acid for 48 hours. Cell viability was 
assessed by CellTiter- Blue cell viability assay (Promega. Madison), n=5.  
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 4.2.5 IL-8, IL-6 and GM-CSF levels, after cell stimulation with pepsin at 37 ºC    
(pH 7.4) for 48hours in 5% CO2. 
 
  
Basal 25 50 100
0
2000
4000
6000
8000
10000
p=0.87
p=0.37 p=0.37
Pepsin (ng/mL)
IL
-8
(p
g
/m
L
)
 
Figure 43: The effect of stimulating PBECs from explanted CF patients with porcine 
pepsin and its effect on IL-8 release as a log plot (log 10), following stimulation for 48 
hours. Basal represents the background production of cytokine without pepsin 
stimulation. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The results shown are median values 
from experiments, n=4. 
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Figure 44: The effect of stimulating PBECs from explanted CF patients with porcine 
pepsin and its effect on IL-6 release as a log plot (log 10), following stimulation for 48 
hours. Basal represents the background production of cytokine without pepsin 
stimulation. Cytokine secretion in cell supernatants was measured by MSD ELISA. P 
values of 0.05 or less were regarded as significant. The results shown are median values 
from experiments, n=4. 
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Figure 45: The effect of stimulating PBECs from explanted CF patients with porcine 
pepsin and its effect on GMCSF release, following stimulation for 48 hours. Basal 
represents the background production of cytokine without pepsin stimulation. Cytokine 
secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The resulte shown are median values from experiments, 
n=10. 
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4.2.6 IL-8, IL6 and GMSF levels, after cell stimulation with whole gastric juice at 37 
ºC for 24 hours in 5% CO2. 
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Figure 46: The effect of stimulating seven different sets of PBECs from explanted CF 
patients with whole gastric juice diluted 1:1000 and its effect on IL-8 release, following 
stimulation for 24 hours. Basal plotted for each gastric juice. Cytokine secretions in cell 
supernatants were measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=6. 
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Figure 47: The effect of stimulating seven different sets of PBECs from explanted CF 
patients with whole gastric juice diluted 1:1000 and its effect on IL-6 release as a log plot 
(log 10), following stimulation for 24 hours. Basal plotted for each gastric juice. Cytokine 
secretions in cell supernatants were measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The results shown are median values from experiments, 
n=6. 
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Figure 48: The effect of stimulating seven different sets of PBECs from explanted CF 
patients with whole gastric juice diluted 1:1000 and its effect on GMCSF release as a log 
plot (log 10), following stimulation for 24 hours. Basal plotted for each gastric juice. 
Cytokine secretions in cell supernatants were measured by MSD ELISA. P values of 0.05 
or less were regarded as significant. The results shown are median values from 
experiments, n=6. 
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Table 15: Whole diluted gastric juice that demonstrated significant stimulation of 
cytokine release. 
 
 
 whole gastric juice patients diluted 1:1000 
LTx8 CR42 CR47 CR52 CR34 CR38 CR50 CR45 
IL-8 ____  *  * ____  *  * ____ ____ 
IL-6 ____  *  * ____ ____  * ____ ____ 
GMCSF ____ ____ ____ ____ ____ ____ ____ ____ 
 
Table 17: The patients diluted whole gastric juice challenge for PBECs from explanted CF 
patients 24 hours, which demonstrated significant stimulation of cytokine release.  
 Increase 
 Decrease 
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4.2.7 IL-8, IL-6 and GM-CSF levels, after cell stimulation with filtered and dialysed 
human gastric juice at 37 ºC for 24 hours in 5% CO2 
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Figure 49 : The effect of stimulating PBECs from explanted CF patients with filtered and 
dialysed human gastric juice at the same 1:1000 dilution and its effect on IL-8 release as a 
log plot (log 10), following stimulation for 24 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=6. 
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Figure 50: The effect of stimulating PBECs from explanted CF patients with filtered and 
dialysed human gastric juice at the same 1:1000 dilution and its effect on IL-6 release as a 
log plot (log 10), following stimulation for 24 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=6. 
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Figure 51: The effect of stimulating PBECs from explanted CF patients with filtered and 
dialysed human gastric juice at the same 1:1000 dilution and its effect on GMCSF release 
as a log plot (log 10), following stimulation for 24 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=6. 
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4.2.8 Comparison IL-8, IL-6 and GM-CSF levels, after cell stimulation with whole, 
filtered and dialyses human gastric juice at 37 ºC for 24 hours in 5% CO2. 
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Figure 52: The effect of stimulating PBECs from explanted CF patients with whole, 
filtrated and dialysed gastric juice at the same 1:1000 dilution, its effect on IL-8 release as 
a log plot (log 10), following stimulation for 24 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. The resulte shown are mean & SEM values 
from experiments, n=6. 
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Figure 53: The effect of stimulating PBECs from explanted CF patients with whole, 
filtrated and dialysed gastric juice at the same 1:1000 dilution, its effect on IL-6 release as 
a log plot (log 10), following stimulation for 24 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. The resulte shown are mean & SEM values 
from experiments, n=6. 
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Figure 54: The effect of stimulating PBECs from explanted CF patients with whole, 
filtrated and dialysed gastric juice at the same 1:1000 dilution, its effect on GMCSF 
release as a log plot (log 10), following stimulation for 24 hours. Cytokine secretion in 
cell supernatants was measured by MSD ELISA. The resulte shown are mean & SEM 
values from experiments, n=6. 
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4.2.9 IL-8, IL-6 and GM-CSF levels, after cell stimulation with bile acids mixture, at 
37 ºC for 48 hours in 5% CO2. 
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Figure 55: The effect of stimulating PBECs from explanted CF patients with bile acids 
mixture, its effect on IL-8 release, following stimulation for 48 hours. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant. The results shown are median values from experiments, n=12. 
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Figure 56: The effect of stimulating PBECs from explanted CF patients with bile acids 
mixture, its effect on IL-6release, following stimulation for 48 hours. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant. The results shown are median values from experiments, n=12. 
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Figure 57: The effect of stimulating PBECs from explanted CF patients with bile acids 
mixture, its effect on GMCSF release, following stimulation for 48 hours. Cytokine 
secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The results shown are median values from experiments, 
n=12. 
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Experiments with primary epithelial cells from explanted lung of CF patients have 
demonstrated an increase in the release of the key inflammatory mediators IL-8 and IL-6 
caused by physiologically achievable levels of individual primary and secondary bile 
acids as well as different patient derived gastric juice (whole, filtered and dialysed) 
diluted samples. It was of interest that porcine pepsin and an artificial bile acid mixture 
had no effect on cytokine production. The lack of effect by porcine pepsin may be related 
to the pH of the incubation (that was 7.4). Pepsin is inactive at this pH and activity may 
be necessary for a cytokine related effect. The lack of an effect of the bile acid mixture is 
more difficult to explain when considering its concentration. This mixture (10µmol/l) is 
made up of two conjugated bile acids, 50% taurocholic acid, 15% taurodeoxycholic acids, 
one primary and one secondary. In addition the mixture contains two free bile acids, one 
primary (30% chenodeoxycholic acid) and one secondary (5% lithocholic acid). 
Consequently taurocholic acid, taurodeoxycholic acid will be present at 5µmol/l, and 
1.5µmol/l respectively. Chenodeoxycholic acid and lithocholic acid would be present at 
3µmol/l and 0.5µmol/l.  
Chenodeoxycholic acid has been show in figures 31-33 to upregulate IL-8 production at 
0.25µmol/l, and also IL-6 and GMCSF at 1µmol/l, so it is present in the mixture at high 
enough levels to produce stimulation of all the cytokines. Lithocholic acid upregulates IL-
8 production at 0.25µmol/l and also IL-6 and GMCSF at 1µmol/l (figures 37-39), so it is 
present at a high enough concentration to significantly increase IL-8 but not IL-6 or 
GMCSF levels. It is possible that the lack of stimulating effect of the mixture is because 
the conjugated bile acids are having an inhibitory effect. This would be something for 
future research to address and to determine if it is related to differences in the solubility 
and hydrophobicity of the bile acids (Pearson et al., 2011)    
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Importantly, these findings suggest that duodeno-gastro-oesophageal reflux and 
subsequent microaspiration may contribute to the neutrophilic inflammation that is the 
distinctive hallmark of CF lung disease (Hallberg et al., 2004).  
 IL-8 levels were significantly elevated by all the individual bile acids, and at all 
concentration used.  Higher concentrations of bile acids were required to upregulate IL-6 
and GMCSF levels suggesting that these CF airway epithelial cells have an IL-8 
phenotype in terms of inflammatory cytokine production. This phenotype may well be a 
characteristic of most epithelial cells as human gingival epithelial cells respond to 
bacterial stimuli with a 7 fold greater IL-8 output composed to IL-6 (Stathopoulou et al., 
2010). 
Some of the whole diluted human gastric juices were able to cause an increase in IL-8 
production by CF PBECs but this was dependent on the components of the juice. After 
dialysis the effective components were removed.  
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Chapter 5 
The effect of refluxate components on the mucus secreting goblet cell 
line HT 29- MTX  
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5.1 Introduction 
 
The role of the bronchial epithelium in the pathogenesis of various pulmonary disease 
states has been extensively researched during the last decade. As in the skin and 
gastrointestinal tract, epithelial cells form the lining of the entire respiratory tract and 
remain continually exposed to the external environment.  
Traditionally the bronchial epithelium was believed to be a physical barrier to inhaled 
irritants and noxious substances; as such it was assumed to have a mechanical function of 
propelling tracheobronchial secretions toward the pharynx. However, it is well 
documented that the bronchial epithelium as well as acting as a physicochemical barrier 
may also play a crucial role in initiating and augmenting pulmonary host defence 
mechanisms. This defensive mechanism includes the synthesis and release of a variety of 
mediators that can cause inflammatory cell differentiation, chemotaxis, and activation 
during both health and disease. There are many types of epithelial cells within the 
airways, of which columnar, ciliated and goblet cells are the most prominent in the large 
and intermediate sized airways. Other subtypes include serous, basal, clara and 
neuroendocrine cells. The different characteristics of these cells contribute to the 
complicated functionality of the bronchial epithelium (Davies and Devalia, 1992, Mills et 
al., 1999). Transepithelial electrolyte transport and propelling of tracheobronchial 
secretions toward the pharynx is carried out by ciliated cells. Synthesis of mucin and 
formation of a viscoelastic blanket of mucus that covers much of the bronchial epithelium 
is the function of goblet and serous cells (Mills et al., 1999). The pseudostratified 
appearance of the epithelium is because of the presence of basal cells which are also 
involved in the attachment of superficial cells to the basal membrane. Basal cells have 
been suggested as the precursors to the other epithelial cell types within the airways. 
115 
 
Distal airways contain numerous clara cells which have an active role in the production of 
surfactant at these sites. The specific roles of the other epithelial cell types are less well 
understood but evidence exists that they could be involved in cell-to-cell signalling 
processes.  
Bronchial epithelial cells have been linked with the synthesis and release of a variety of 
proinflammatory cytokines involved in airway inflammation and epithelial damage 
(Hamid et al., 1993, Mills et al., 1999). In addition, development of airflow obstruction in 
both asthma and chronic obstructive pulmonary disease (henceforth referred to as COPD) 
has been linked to endothelins, which are peptides that have been noted for causing 
profound vaso- and bronchoconstriction (Howarth et al., 1995). Similarly, mediators such 
as the cysteinyl leukotrienes, derived from metabolism of arachidonic acid, have been 
shown to be capable of causing smooth muscle contraction, effecting cell chemo-
attraction, changes in vascular permeability, and excessive production of mucus  
(Howarth et al., 1995)  
The relationship between the production of proinflammatory cytokines by the airway 
epithelium and allergic conditions such as asthma and allergic rhinitis has been widely 
studied and it has been established that these compounds influence the activity of 
inflammatory cells such as eosinophils, T lymphocytes, and mast cells, all of which are 
the typical infiltrating cells in these disorders (Djukanovic et al., 1990, Corrigan and Kay, 
1991). More recently, interest has been steadily growing in the study of the role of airway 
epithelial cell-derived pro-inflammatory  cytokines in the pathogenesis of nonallergic 
airway conditions, such as chronic bronchitis and COPD (Adachi et al., 1997, Becker et 
al., 1997, Khair et al., 1995, Devalia et al., 1993, Wang et al., 1996).  
This chapter evaluates whether the goblet cell line MTX 29 can produce a variety of 
cytokines, both constitutively and after stimulation with different bile acids, porcine 
pepsin, different gastric juice samples and a bile acid mixture. 
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5.2 Method and Statistical analysis 
 
When the HT29 MTX goblet cells were 80-90% confluent in 24 well plates, they were 
rested for 24 hours in serum free medium as stated in 2.2.5. The cells were then 
stimulated with individual primary and secondary bile acids, porcine pepsin, different  
human gastric juice (whole, filtered and dialysed) samples and a bile acid mixture at 
concentrations as shown in section 2.2.5.  
 
The Titre-blue assay was used to assess Cell viability (2.6). IL-8, IL-6 and GMCSF were 
measured by using a MSD 96-well (2.7). Analysis of data was by GraphPad Prism 
version 4 as outlined in (2.8). 
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5.3 Results and Discussion   
 
 An aim of this project was to process and culture a human goblet cell line. 
Approximately 90% success rate for cell culture was achieved during this projecy. 
The cells were cultured under different conditions. Figure 58 (A) shows 24 well cell 
cultures of the goblet cells in complete media (DMEM) at 37°C with high CO2 
(10%). 
 In addition, it was possible to culture cells in a 24 well cell culture and to stimulate 
them with different bile acids, porcine pepsin, different gastric juice samples was well 
as a ‘physiological’ mixture of bile acids (figure 58 (B)). After cryopreservation, it 
was possible to re-establish these cells in culture. These cells have the typical 
appearance of healthy, goblet cell line HT-29 MTX in submerged culture, which is 
shown by the ‘cobblestone’ morphology. The cells are clearly adherent with minimal 
numbers of floating or fibroblast like cells which can be seen in figures 58(A) and 
58(B). 
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Figure 58(A): Goblet cell line cultured in complete media (DMEM) in 24 well cell cultures, at 
37°C with 10% CO2 for 96 hours (x200 magnification). These cells have the typical appearance of 
healthy, goblet cell line HT-29 MTX in submerged culture. This is shown by the ‘cobblestone’ 
morphology and the cells appear more rounded than PEBCs. The cells are clearly adherent, with 
minimal numbers of floating or fibroblast like cells 
 
 
 
 
Figure 58(B): Goblet cell line cultured in 24 well cell cultures for stimulation experiments at 37°C 
with 10% CO2 for 96 hours (x300 magnification). These cells have the typical appearance of 
healthy, primary epithelial cells in submerged culture. This is shown by the ‘cobblestone’ 
morphology. The cells are clearly adherent, with minimal numbers of floating or fibroblast like 
cells. The difference between Figure 58(A) and 58 (B) is that the cells are clearly confluent and  
ready for stimulation experiments. 
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Another aim of this project was to establish whether the goblet cell line HT-29 MTX was 
able to produce significant changes in IL-8, IL-6 and GMCSF levels after exposure to bile 
acids, porcine pepsin, different diluted (1:1000) human gastric juice samples (whole, 
filtered and dialysed) and bile acid mixture (2.2.5) as seen in Table 9. 
The levels of inflammatory cytokine production were measured for IL-8, IL-6 and 
GMCSF from the goblet cell line HT- 29 MTX after stimulation with different 
concentrations between 0.25μmol/l and 10μmol/l for 48 hours with the primary bile acid 
chenodeoxycholic acid. IL-8 basal output was similar (≈ 3000pg/ml) to PBECs. However, 
the IL-6 and GMCSF produced by HT-29 MTX were lower (max 10pg/ml for both) than 
PBECs basal GMCSF and basal IL-6 (≈ 200 pg/ml and ≈ 80 pg/ml respectively), again 
this is evidence of an IL-8 phenotype. Figures 59 to 61 are shown that compared to basal, 
IL-8, IL-6 and GMCSF levels varied after exposure to chenodeoxycholic acid with 
sometimes an increase and sometimes a decrease, however none of the changes were 
significant. 
Figures 62 to 64 shown the levels for IL-8, IL-6 and GMCSF released from HT-29 MTX 
cells after stimulation with the secondary bile deoxycholic acid. Similarly to 
chenodeoxycholic acid the levels of IL-8, IL-6 and GMCSF varied after exposure to 
deoxycholic acid with sometimes an increase and sometimes a decrease, however none of 
the changes were significant. Figures 65 to 67 show HT-29 MTX cells were unable to 
release any significantly different levels of IL-8, IL-6 and GMCSF after treatment with 
different concentrations of lithocholic acid (0.25μmol/l to 10μmol/l) over a 48 hour 
period. Overall the goblet cell line was unresponsive in terms of cytokine release when 
exposed to primary and secondary bile acids at concentrations up to 10µmol/l. Figures 68 
to 70 show that exposure of the goblet cell line for 48 hours to porcine pepsin (25 to 
100ng/ml) caused a non significant decrease in IL-8 release and has no significant effect 
on IL-6 or GMCSF release.  
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Figures 71 to 72 and Table 16 show that the goblet cell line HT-29 MTX was able to 
release significantly increased levels from IL-8 after stimulation with diluted (1:1000) 
whole human gastric juices from certain patients (LTx8, CR47, CR52, CR34, CR38, 
CR50 and CR45), however CR42 did not. All of the diluted human gastric juice samples 
have different amounts of pepsin, total bile acid, a different pH and different pathogen 
microbiology (Table 9). It seems unlikely that pepsin levels or presence of pathogens are 
causing this increase in IL-8 levels. As CR42 which does not invoke an increase has the 
second highest bile acid and pepsin content and contains Acinetobacter junii and Candida 
parapsilosis strains. IL-6 levels are significantly increased by gastric juices CR47, CR52 
and CR34, however the levels measured (shown in Figure 72) are below the limit of 
accurate quantification for IL-6, i.e. 0.6pg/ml, so will not be considered further. 
Following dialysis and filtration only CR34 showed an increase in IL-8 levels and CR42, 
CR47, CR38 and CR45 now showed a significant decrease in IL-8 levels (Table 17). 
CR34 after dialysis and filtration contains 75 µmol/l bile acids, reduced from 1247 µmol/l 
and did not contain any measured pathogens.  It appears that whatever was producing the 
stimulation is not removed by dialysis so must have molecular weight larger than 10 – 
14kDa but is not as large as bacteria which would be removed by filtration (0.22µm). The 
significant decrease in IL-8 levels compared to basal levels is more difficult to explain. 
One possibility is that the juice contains stimulatory and inhibitory factors, the 
stimulatory factors are removed by dialysis and filtration but the inhibitory factors 
remain. There is also a general down regulation of IL-6 and GMCSF by the dialysed and 
filtered juices but as explained above the changes are too small to be considered.   
The mixture of bile acids had no effect on IL-8 and GMCSF production but showed a 
significant increase in IL-6 production.  However the median basal level of 5.4pg/ml is 
calculated from only two measurements, compared to the bile acid stimulation median of 
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6.4pg/ml calculated from 14 measurements. In addition the difference of 1.1pg/ml is close 
to the limit of accurate quantification so will not be considered further. 
When the HT-29 MTX goblet cells were stimulated with individual primary and 
secondary bile acids, porcine pepsin, different gastric juices (whole, filtered and dialysed) 
samples and a bile acid mixture, there was no significant effect on cell viability as 
measured by CellTiter- Blue cell viability assay (Promega. Madison).  
From these experiments it appears that the goblet cells have a similar phenotype to PBEC 
in that they basally secrete high levels of IL-8 and very low levels of GMCSF and IL-6 
and they respond to inflammatory stimuli via an IL-8 response.   
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5.4.1 IL-8, IL-6 and GM-CSF levels, after goblet cell stimulation with 
chenodoxeycholic acid at 37 ºC for 48hours in 10% CO2.  
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Figure 59: The effect of stimulating goblet cell HT-29 MTX with chenodeoxycholic acid 
and its effect on IL-8 release, following stimulation for 48 hours. Cytokine secretion in 
cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant.  The results shown are median values from experiments, n=5. 
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Figure 60: The effect of stimulating goblet cell HT-29 MTX with chenodeoxycholic acid 
and its effect on IL-6 release, following stimulation for 48 hours. Cytokine secretion in 
cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant.  The results shown are median values from experiments, n=5. 
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Figure 61: The effect of stimulating goblet cell HT-29 MTX with chenodeoxycholic acid 
and its effect on GMCSF release, following stimulation for 48 hours. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant.  The results shown are median values from experiments, n=5. 
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5.4.2   IL-8, IL-6 and GM-CSF levels, after goblet cell stimulation with the 
individual secondary bile acid (doxeycholic acid) at 37 ºC for 48hours in 10% CO2. 
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Figure 62: The effect of stimulating goblet cell HT-29 MTX with doxeycholic acid and its 
effect on IL-8 release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=5. 
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Figure 63: The effect of stimulating goblet cell HT-29 MTX with doxeycholic acid and its 
effect on IL-6 release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant.  The results shown are median values from experiments, n=5. 
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Figure 64: The effect of stimulating goblet cell HT-29 MTX with doxeycholic acid and its effect 
on GMCSF release, following stimulation for 48 hours. Cytokine secretion in cell supernatants 
was measured by MSD ELISA. P values of 0.05 or less were regarded as significant. The results 
shown are median values from experiments, n=5. 
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5.4.3    IL-8, IL-6 and GM-CSF levels, after goblet cell stimulation with the 
individual secondary bile acid (lithocholic acid) at 37 ºC for 48hours in 10% CO2. 
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Figure 65: The effect of stimulating goblet cell HT-29 MTX with lithocholic acid and its 
effect on IL-8 release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant.  The results shown are median values from experiments, n=5. 
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Figure 66: The effect of stimulating goblet cell HT-29 MTX with lithocholic acid and its 
effect on IL-6 release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant.  The results shown are median values from experiments, n=5. 
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Figure 67: The effect of stimulating goblet cell HT-29 MTX with lithocholic acid and its 
effect on GMCSF release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant.  The results shown are median values from experiments, n=5. 
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5.4.4 IL-8, IL-6 and GM-CSF levels, after goblet cell stimulation with Pepsin at  
37 ºC pH7.4 for 48hours in 10% CO2. 
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Figure 68: The effect of stimulating goblet cell HT-29 MTX with porcine pepsin and its 
effect on IL-8 release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant.  The results shown are median values from experiments, n=4. 
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Figure 69: The effect of stimulating goblet cell HT-29 MTX with porcine pepsin and its 
effect on IL-6 release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=4. 
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Figure 70: The effect of stimulating goblet cell HT-29 MTX with porcine pepsin and its 
effect on GMCSF release, following stimulation for 48 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n=4. 
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5.4.5 IL-8, IL-6 and GM-CSF levels, after goblet cell stimulation with whole human 
gastric juice diluted 1:1000 at 37 ºC for 24 hours in 10% CO2. 
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Figure 71: The effect of stimulating the goblet cell line HT-29 MTX with whole gastric 
juice and its effect on IL-8 release, following stimulation for 24 hours. Cytokine secretion 
in cell supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded 
as significant.  The results shown are median values from experiments, n= 6. 
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Figure 72: The effect of stimulating goblet cell HT-29 MTX with whole gastric juice and 
its effect on IL-6 release, following stimulation for 24 hours. Cytokine secretion in cell 
supernatants was measured by MSD ELISA. P values of 0.05 or less were regarded as 
significant. The results shown are median values from experiments, n= 6 
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Table 16: The whole patient’s gastric juice that demonstrated a significant effect of 
cytokine release. 
 
 
 
 whole gastric juice patients 1:1000 
LTx8 CR42 CR47 CR52 CR34 CR38 CR50 CR45 
IL-8  * ___  *  *  *  *  *  * 
IL-6 ___ ___ ___ ___ ___ ___ ___ ___ 
GMCSF ___ ___ ___ ___ ___ ___ ___ ___ 
 
Table 18: The whole gastric juice patients challenge for the goblet cell line HT-29 MTX, which 
demonstrated significant stimulation of cytokine release.  
  Increase 
  Decrease 
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5.4.6 IL-8, IL-6 and GM-CSF levels, after cell stimulation with filtered and dialysed 
human gastric juice at 37 ºC for 24 hours in 10% CO2. 
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Figure 73: The effect of stimulating goblet cell HT-29 MTX with filtered and dialysed 
sed gastric juice and its effect on IL-8 release, following stimulation for 24 hours. 
Cytokine secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 
or less were regarded as significant. The results shown are median values from 
experiments, n= 6. 
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Figure 74: The effect of stimulating goblet cell HT-29 MTX with filtered and dialysed 
gastric juice and its effect on IL-6 release, following stimulation for 24 hours. Cytokine 
secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 or less 
were regarded as significant. The results shown are median values from experiments, 
 n= 6. 
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Figure 75: The effect of stimulating goblet cell HT-29 MTX with filtered and dialysed 
gastric juice and its effect on GMCSF release, following stimulation for 24 hours. 
Cytokine secretion in cell supernatants was measured by MSD ELISA. P values of 0.05 
or less were regarded as significant. The results shown are median values from 
experiments, n= 6. 
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Table 17:  the diluted whole patient gastric juice filtered and dialised which 
demonstrated a significant effect on cytokine release. 
 
 
 whole gastric juice patients 1:1000 
LTx8 CR42 CR47 CR52 CR34 CR38 CR50 CR45 
IL-8 ___ * * ___ * * ___ * 
IL-6 ___ * * ___ * ___ * * 
GMCSF ___ * * ___ * * ___ * 
 
Table 19: The whole gastric juice (1:1000) challenge for goblet cell HT-29 MTX, which 
demonstrated significant changes to cytokine release.  
  Increase 
  Decrease 
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5.4.7 Comparison IL-8, IL-6 and GM-CSF levels, after cell stimulation with whole, 
filtered and dialysed human gastric juice at 37 ºC for 24 hours in 10% CO2. 
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Figure 76: The effect of stimulating goblet cell HT-29 MTX with whole, filtrated and dialysed 
human gastric juice at the same 1:1000 dilution, its effect on IL-8 release, and cytokine secretion 
in cell supernatants was measured by MSD ELISA. The results shown are mean & SEM values 
from experiments, n= 6. 
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Figure 77: The effect of stimulating goblet cell HT-29 MTX with whole, filtrated and dialysed 
human gastric juice at the same 1:1000 dilution, its effect on IL-6 release, and cytokine secretion 
in cell supernatants was measured by MSD ELISA. The results shown are mean & SEM values 
from experiments, n= 6. 
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Figure 78: The effect of stimulating goblet cell HT-29 MTX with whole, filtrated and dialyses 
human gastric juice at the same 1:1000 dilution, its effect on GMCSF release, and cytokine 
secretion in cell supernatants was measured by MSD ELISA. The results shown are mean & SEM 
values from experiments, n= 6. 
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5.4.8 IL-8, IL-6 and GM-CSF levels, after goblet cell stimulation with a bile acid 
mixture, at 37 ºC for 48hours in 10% CO2. 
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Figure 79: The effect of stimulating goblet cells HT-29 MTX with bile acids mixture, its effect on 
IL-8 release, following stimulation for 48 hours. Cytokine secretion in cell supernatants was 
measured by MSD ELISA. P values of 0.05 or less were regarded as significant.The results shown 
are median values from experiments, n= 14. 
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Figure 80: The effect of stimulating goblet cells HT-29 MTX with bile acids mixture, its effect on 
IL-6 release, following stimulation for 48 hours. Cytokine secretion in cell supernatants was 
measured by MSD ELISA. P values of 0.05 or less were regarded as significant.The results shown 
are median values from experiments, n= 14. 
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Figure 81: The effect of stimulating goblet cells HT-29 MTX with bile acids mixture, its effect on 
GMCSF release, following stimulation for 48 hours. Cytokine secretion in cell supernatants was 
measured by MSD ELISA. P values of 0.05 or less were regarded as significant.The results 
shown are median values from experiments, n= 14. 
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Goblet cells are important cells of the airway in health and disease. However the source 
of the HT29-MTX cells used in my experiments must be considered, as these goblet cells 
are an immortalised cell line derived from those of the human colon. Unlike goblet cells 
of the colon, which biosynthesise and secrete MUC2 these goblet cells act like those of 
the airways in their secretion of MUC5AC and MUC5B (Smirnova et al., 2002). The fact 
that these cells are acting atypically may suggest that the stimulation data derived from 
them is non-physiological and can only provide an indication of in vivo situation. It could 
also be considered that these cells, being derived from an environment where bile and 
other gastric contents are common place, are innately resistant to damage or stimulation 
by such components. This is confirmed by the lack of any changes in cell viability. It has 
previously been shown that IL-8 regulates mucin gene expression in lung epithelial 
tissues in vitro (Bautista et al., 2009).In the HT29-MTX cell linethe Newcastle group has 
previously shown that IL-8 upregulated the secretion of MUC5AC and MUC5B mucins 
in a concentration-dependent manner, with a maximum response at an IL-8 concentration 
of 20 ng/ml, with the response persisting for up to 5 days(Smirnova et al., 2002). 
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Chapter 6 
 
General Discussion 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
141 
 
 
 
6.1 General Discussion 
 
For patients with a variety of end stage lung diseases, lung transplantation has become an 
effective therapy, however, the development of post transplant bronchiolitis obliterans 
remains a major limitation to the long-term success of this process. Bronchiolitis 
obliterans (i.e. a process of obliteration of the small airways) and its clinical correlate the 
bronchiolitis obliterans syndrome (BOS, identified as a persistent drop in the forced 
expiratory volume in 1 second post transplantation) can rapidly develop and has a poor 
response to augmented immunosuppression. This accounts for more than 30% of all 
deaths occurring after the third post operative year (Burke et al., 1984, Boehler et al., 
1998). Associations between BOS severity and time to first appearance of BOS and bile 
acid aspiration, alveolar neutrophilia and IL-8 have also been reported (D'Ovidio et al., 
2005b). The bronchoalveolar lavage fluid obtained from patients with BOS contains bile 
acids that would appear to be a marker of retrograde aspiration (D'Ovidio et al., 2005b). 
The underlying cause of bronchiolitis obliterans are poorly understood; although 
alloimmune-mediated injury directed against endothelial and epithelial structures are 
thought to be the major culprit, non-alloimmunologic inflammation, including viral 
infections or ischemic injury have also been implicated  to have a major role (Estenne et 
al., 2002). Amongst other possible inflammatory conditions, it is thought that aspiration 
secondary to gastroesophageal reflux (GOR) can contribute to lung allograft dysfunction 
and lead to possible development of bronchiolitis obliterans (Berkowitz et al., 1995, 
Davis et al., 2003b). Consequently whether or not GOR and aspiration in lung transplant 
patients predicts the development of BOS needs further investigatation. GOR after lung 
transplantation may be promoted due to the potential for vagal nerve injury during the 
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course of transplantation and later on because of the effects of immunosuppressive drugs 
such as calcineurin inhibitors (cyclosporine and tacrolimus) that prolong gastric emptying 
(Berkowitz et al., 1995, Young et al., 2003). The association between lung disease and 
GOR has been suspected for a considerable time (Pearson and Wilson, 1971, Belsey, 
1979, D'Ovidio et al., 2005b). In fact, GOR prevalence within patients with a variety of 
lung diseases has been documented in many instances, for example, patients with asthma, 
cystic fibrosis (CF), and idiopathic pulmonary fibrosis (Feigelson et al., 1987, Tobin et 
al., 1998) have been shown to have abnormal levels of GOR. In addition, GOR has also 
been associated with the development of bronchiolitis obliterans and pneumonia (Sadoun 
et al., 1988). Pathophysiological studies of chronic respiratory diseases such as chronic 
cough (Irwin et al., 1981, Sifrim et al., 2005) , cystic fibrosis (Feigelson and Sauvegrain, 
1975, Blondeau et al., 2008a), and asthma (Rosztoczy et al., 2008, Harding, 2001) have 
found gastroesophageal reflux GOR to be a potential common instigator. Increased GOR 
after lung transplantation (LTx) can also contribute to the development of chronic 
rejection or bronchiolitis obliterans syndrome (BOS) (Blondeau et al., 2008b, D'Ovidio et 
al., 2006a, Palmer et al., 2000, Young et al., 2003). Ciliated and nonciliated airway 
epithelial cells can be damaged by exposure to gastric contents (Ohrui et al., 1997, 
Wynne et al., 1981) (Harding, 2001, Blondeau et al., 2008b, D'Ovidio et al., 2006a). 
Aspirated gastric contents cause impairment of mucociliary transport and are associated 
with the colonization of microorganisms in airways (Zeiher and Hornick, 1996, D'Ovidio 
et al., 2006a). Besides the lung injury, acid aspiration also induces the production of an 
inflammatory cytokine, IL-8 as measured in alveolar and bronchoalveolar lavage fluid 
(Zeiher and Hornick, 1996). It is known that children and adults suffering with CF have 
abnormally high levels of reflux (Ledson et al., 1998, Cucchiara et al., 1991, Blondeau et 
al., 2008a). Furthermore, there is increasing acceptance that clinically hidden, non-acidic 
reflux and aspiration could be an important source of lung injury (Blondeau et al., 2008a). 
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A duodeno-gastro-oesophageal refluxate is more likely to be non-acidic due to the 
neutralising effects of duodenal contents and potentially contains bile acids which have a 
wide range of biological actions.   
Primarily bile acids are involved in the digestion of fat (Kullak-Ublick et al., 2004, 
Lefebvre et al., 2009). Produced from cholesterol by the liver, primary bile acids consist 
of cholate and chenodeoxycholate. Water-soluble conjugates are formed when these 
primary bile acids couple with the amino acids taurine or glycine. Bile acids are actively 
reabsorbed during movement through the ileum and efficiently recycled to the liver. 
Formation of secondary bile acids results from the enzymatic modification of remaining 
primary bile acids by gastrointestinal bacteria. Hence, chenodeoxycholic acid leads to 
lithocholic acid and cholic acid is converted to deoxycholic acid due to 7α-dehydroxylase 
activity possessed by intestinal bacteria (Kullak-Ublick et al., 2004, Lefebvre et al., 2009, 
Setchell et al., 1985).   
 My studies have shown that IL-8, IL-6 and GMCSF release is significantly increased by 
primary (chenodeoxycholate) and secondary (deoxycholate and lithocholate) bile acids 
when PBECs from lung transplantation recipients and CF PBECs are challenged. The 
levels at which bile acids have the effect an these cytokines is within the range that the 
bile acids have been measured in the circulation of children with CF i.e. 0.2 to 0.8 µmol/l 
(Setchell et al., 1985).  
In terms of constitutive production of cytokines there was no difference between non-CF 
PBECs and the CF PBECs. This results differs from the report of Sutanto et al, where 
they reported that CF airway cells from children produced greater amounts of IL-6 than 
airway cells from from healthy children with mean levels of 6000 pg/ml/10
6
 cells and 250 
pg/ml/10
6
 cells respectively (Sutanto et al., 2011). In the studies presented in this thesis 
CF PBECs and non CF PBECs produced mean basal levels for IL-6 of 260 pg/ml/4x10
5
 
and 150 pg/ml/4x10
5
 cells.  Normalising the data to 10
6
 cells gives 650 pg/ml and 375 
144 
 
pg/ml respectively.  This is higher than the normal pediatric airway epithelial cells (AEC) 
but much lower than the CF pediatric cells.  This high level of constitutive IL-6 
production is also a characteristic of AECs from children with asthma (McNamara et al., 
2008). Some of the differences could be related to the cells used in this thesis, because 
they are adult.  In addition the CF cells are from end stage lungs at the time of 
transplantation, where the patient has been subject to life long infections and anti 
microbial treatments. This compares with studies in paediatric patients with a median age 
of 4.1 years and no evidence of P. aeruginosa infections and consequently a much lower 
exposure to infection / antibiotic treatment. Both Non CF PBECs and CF PBECs have 
high levels of constitutive IL-8 production with mean basal levels of 3000 pg/ml/4x10
5
 
cells and 2500 pg/ml/4x10
5
 cells respectively, showing IL-8 production is about 10 times 
higher than IL-6 and GMCSF. In terms of the cytokines measured both these types of 
PBECs have an IL-8 phenotype unlike the pediatric AECs which have an IL-8/IL-6 
secreting phenotype (Sutanto et al., 2011). 
 
My study using  CF lung derived cells and brushings from lung transplant patients has 
shown that IL-8 release from CF PBECs was stimulated by low levels of all the 
individual bile acids used, 0.25 µmol/l and above. Non-CF PBECs do not respond until  
1µmol/l. As tables 18 and 19 shows CF PBECs respond to bile acid challenge with a 
lower threshold than PBECs from lung transplant recipients. This increased 
responsiveness may be explained by the fact that these PBEC samples are brushings from 
transplanted (healthy) lungs where patients use immunosuppressant drugs, however CF 
PBECs samples are produced by enzymatic dysaggregation and scraping from end stage 
cystic fibrosis explant lungs, which are exposed to long term infection and therapeutic 
interventions.  
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CF PBECs were not stimulated to produce IL-6 or GMCSF until 1 µmol/l bile acids. In 
the non-CF PBECs IL-6 productions was not stimulated until 5µmol/l with GMCSF 
stimulated at similar levels as the CF cells. 
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Bile acids Chenodeoxycholic acid Deoxycholic acid Lithocholic acid  
Bile acids 
conc µmol/l 
0.25 0.5 0.75 1 5 10 0.25 0.5 0.75 1 5 10 0.25 0.5 0.75 1 5 10 
IL-8   
* 
  
* 
  
* 
  
* 
  
* 
  
* 
  
* 
  
* 
  
* 
  
* 
 
* 
  
* 
  
* 
  
* 
  
* 
  
* 
  
* 
  
* 
IL-6 __ __ __   
* 
  
* 
__ __ __ __   
* 
 
* 
  
* 
__ __ __   
* 
  
* 
  
* 
GMCSF __ __ __   
* 
  
* 
  
* 
__ __ __   
* 
 
* 
  
* 
__ __ __   
* 
  
* 
  
* 
 
Table 20: The effect of different levels of bile acids on PBECs from explanted Cystic Fibrosis 
patients 48 hours, which demonstrated significant stimulation of cytokines release.   
 Increase 
 Decrease 
 
Bile acids Chenodeoxycholic acid Deoxycholic acid Lithocholic acid  
Bile acids 
conc 
µmol/l 
0.25 0.5 0.75 1 5 10 0.25 0.5 0.75 1 5 10 0.25 0.5 0.75 1 5 10 
IL-8 __ __ __  
* 
 
* 
 
 * 
__ __ __  
* 
_  
 * 
__ __ __   
* 
 
* 
  
* 
IL-6 __ __ __ __  
* 
__ __ __ __ _ _ _ __ __ __ __  
* 
__ 
GMCSF __ ___  
* 
  
* 
 
* 
 
* 
 
 * 
__  
* 
 
* 
 
* 
__ __ __  
* 
  
* 
 
* 
 
Table 21: The effect of different levels of bile acids on PBECs from lung transplant recipient 48 
hours, which demonstrated significant stimulation of cytokines release.  
 Increase 
 Decrease 
 
There is limited research relating to the characterisation of bile salts in the lung and in 
particular in advanced CF lung disease. Recently a detailed study of aspiration injury in 
patients with ventilator-associated pneumonia has reported the detection of lithocholic 
acid in the lung at a mean (SEM) concentration of 2.8 ± 0.6 µmol/l (Wu et al., 2009). The 
elevated levels of bile acids were linked with lung injury and were higher when compared 
to patients ventilated but without pneumonia.  The study by Wu et al. is comparable and 
supportive of the approach used in my research. The research by Wu et al. evaluated the 
effect of bile acid challenge on cultured alveolar epithelial cells and concluded that 
chenodeoxycholic acid challenge led to IL-8 generation at the message and protein level. 
The increase in IL-8 production was demonstrated to be via activation by phosphorylation 
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of a p38 MAP kinase pathway, as the IL-8 up regulation was inhibited by dexamethasone 
and the selective p38 inhibitor SB203580 (Wu et al., 2009). The fact that the bile acids 
act via a phosphorylation pathway is not surprising, in that bile acids have been shown to 
be regulating molecules.  Bile acids activate cell signalling pathways, c-jun N terminal 
kinase 1/2, AKT and ERK 1/2 in epithelial cells of the gut (Hylemon et al., 2009) 
The formation, secretion and re-absorption of bile acids take place under precise control 
(Raufman et al., 2003). Retention of bile acids through homeostatic mechanisms includes 
active, receptor-mediated uptake in the duodenum and ileum through the apical sodium 
dependent bile acid transporter, coupled with the enterohepatic circulation. Therefore, in 
the normal situation less than 5% of bile acids are excreted (Kullak-Ublick et al., 2004, 
Lefebvre et al., 2009). However, in CF extraction of bile acids can be impaired at both 
intestinal absorption and hepatic levels because of, dysregulated lipid metabolism 
(Brodlie et al.) and overall compromised liver function (O'Sullivan and Freedman, 2009, 
Ratjen, 2009). Children with CF have higher faecal excretion of bile acids; CF patients 
with pancreatic insufficiency have been reported with bile acid malabsorption (Setchell et 
al., 1985). It is possible that the complexity of bile acid profiles in CF may occur due to 
lifelong antibiotic treatment. This may have the result of disturbing the normal 
homeostatic gastrointestinal bacterial populations, responsible for producing secondary 
bile acids (Kullak-Ublick et al., 2004, Lefebvre et al., 2009). Due to the fact that CF 
involves (O'Sullivan and Freedman, 2009) disordered bile homeostasis, (Setchell et al., 
1985)  duodeno-gastro-oesophageal reflux, (Sweet et al., 2009, Fathi et al., 2009) and 
aspiration; it may best be regarded as a disease that involves both the respiratory and 
gastrointestinal tract (Blondeau et al., 2008a, D'Ovidio et al., 2006a). Within this broader 
paradigm, aspiration of refluxate may be an under recognised contributor to airway injury 
in CF (Appel et al., 2007). Epithelial injury has long been suspected to have a connection 
with bile acids. For example, Barrets’ oesophagus is considered to be a potentially pre-
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cancerous lesion, denoted by epithelial injury linked to bile acid reflux (Sital et al., 2006). 
Similarly, post-lung transplantation lung injury could be caused by bile acid aspiration 
(Blondeau et al., 2008a, D'Ovidio et al., 2006a) with potential mechanisms involving 
disruption of surfactant and overall innate immunity (D'Ovidio et al., 2006a). Work 
associated with my research has identified both primary and secondary bile acids at levels 
similar to, or greater than those shown in ventilator-associated aspiration pneumonia.  The 
range of chenodeoxycholic acid concentration was 1.5 to 5.3µmol/l and lithocholic acid 
was 2.8 ± 0.6µmol/l (Wu et al., 2009). I have therefore evaluated the effect of levels of 
chenodeoxycholic acid, deoxycholic acid and lithocholic acid on PBECs at levels which 
can occur in CF lung disease. Cell viability for PBECs and CF PBECs are affected by low 
concentrations of lithocholic acid 5µmol/l but not with the other bile acids used at this 
concentration.  
Bile acid molecules are predominantly ampipathic structures, having a wedge like 
molecular shape (Resarcher, 2008). They have a steroid part which is hydrophobic in 
character, and a hydrophilic side represented by the hydroxyl group (Hofmann, 1999a). 
The intrinsic toxicity profile of the bile acids may well be linked to their hydrophobicity, 
as the more hydrophobic bile acids have been found to be more toxic. On the other hand, 
the hydrophobicity has an inverse relationship with the number of OH groups. Therefore, 
the highly hydrophobic and highly toxic lithocholic acid has only one OH group, 
whereas, decreasing hydrophobicity and decreasing toxicity can be observed in 
deoxycholic acid and chenodeoxycholic acid with two OH groups (Resarcher, 2008). 
Mucosal cell membranes may be damaged by the cytotoxic effects of bile acids. In fact, 
many tissues may be adversely affected, both intra- and extra cellularly. Lithocholic acid 
is a highly toxic substance produced in the body, and is known for its carcinogenic 
properties. Lithocholic acid enters the liver where it is either sulphated or esterified to 
glucuronic acid and then excreted (Resarcher, 2008). The toxic effect of lithocholic acid 
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on PBECs is shown in Figures 6 (E) and 6 (D) with 200µmol/l and 50µmol/l 
concentrations for lithocholic acid. This is in agreement with Wu et al., (2009) where 
human alveolar epithelial cells become detached and floated with chenodeoxycholate 
levels of over 40 µmol/l (Wu et al., 2009). Concentrations of chenodeoxycholate above 
10µmol/l cause cell death with 25µmol/l causing 50% cell death. Concentrations of 
1µmol/l or above for deoxycholate and lithocholate affect cell viability of PBECs, 
however the effect is variable, for example 25µmol/l of chenodeoxycholic acid causes 
83% cell death, but with lithocholic acid the effect on cell viability starts at concentration 
above 5µmol/l lithocholic acid where 45 % of PBECs cells are dead and at 25 µmol/l 
80% of the cells are dead. 
Throughout this study the production of cytokines and growth factors by PBECs from 
lung transplantation recipients and CF PBECs was evaluated, concentrating on cytokines 
known to be implicated in airway inflammation and remodelling common to CF and 
BOS. Pathophysiological studies of CF have implicated IL-8 and IL-6 (Dufresne et al., 
2009). IL-8 is a neutrophil chemokine and mediator of vascular remodelling (Walters et 
al., 2008). Increased levels of IL-8 and neutrophils are a distinctive presentation of the CF 
airway. This inflammation is part of the early stage of CF lung disease, with research 
showing increased levels can occur before bacterial colonisation and infection (Balough 
et al., 1995). It is relevant to point out that IL-8 is a mucin secretagogue (Smirnova et al., 
2002, Smirnova et al., 2001) given that accumulation of mucus in neutrophilic 
inflammation is also a key element in CF lung pathophysiology. GMCSF, a growth factor 
that can regulate both the accumulation and the activity of neutrophils was also produced 
as a direct outcome of bile acid stimulation of PBECs. Based on my data, neutrophilic 
inflammation, tissue remodelling (Walters et al., 2008) and mucus hyper-secretion 
(Smirnova et al., 2002, Smirnova et al., 2001) can be attributed as potential consequences 
of lung injury following bile acid aspiration. Due to the fact that reflux and potential 
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aspiration has previously been documented in paediatric and adult populations, it would 
be plausible to treat it as a chronic contributor to lung damage in CF (Blondeau et al., 
2008a, Brodzicki et al., 2002, Button et al., 2005, Gustafsson et al., 1991, Heine et al., 
1998, Ledson et al., 1998, Malfroot and Dab, 1991, Scott et al., 1985, Vic et al., 1995). In 
work connected with this study my research group has demonstrated that the lungs of 
people with advanced CF lung disease removed at the time of transplantation contained 
significant levels of bile acids, lithocholic acid concentrations ranged between               
0.6-25.2µmol/l. These levels detected were used to inform the challenge of cultured 
airway epithelial cells from explanted CF patients. The results of these experiments have 
indicated that an increase in the release of the key inflammatory mediators IL-8 and IL-6 
has been caused by physiologically achievable levels of individual primary and secondary 
bile acids. With the non-CF PBECs if one compares the maximal response for IL-8 in 
terms of fold increase above basal, the chenodeoxycholate (CD) deoxycholate (DC) and 
lithocholate (LC) produce 3.75, 7.6, and 8.9 fold increase in output (by comparing the 
basal median to the highest median output at any bile acid concentration). Demonstrating 
lithocholate has the biggest inflammatory effect. Doing the same calculation for IL-6 and 
GMCSF shows IL-6 levels are stimulated by 4 (CD), 2.9 (DC) and 3.4 (LC) fold and 
GMCSF by 2.3 (CD), 2.3 (DC), and 54 (LC) fold. Again showing that lithocholate is a 
powerful inflammatory stimulant particularly for GMCSF. 
In the case of CF PBECs, the fold increase for IL-8 were 4 (CD), 5 (DC), and 8 (LC), for 
IL-6 1.32 (CD), 5.3 (DC), and 2.9 (LC), for GMCSF 4 (CD), 2 (DC), and 14 (LC). 
Demonstrating that the CF cells respond most to lithocholate.  
When PBECs and CF PBECs were challenged with porcine pepsin at pH 7.4 there was no 
effect on PBECs and CF PBECs in vitro levels of IL-8 IL-6 and GMCSF. This conclusion 
was also supported by another study which showed no association between pepsin 
concentration and IL-8 production (Mertens et al., 2010) . At a low pH pepsin may well 
151 
 
be able to cause some damage to the connective tissues and extracellular matrix of the 
lung tissues in vivo pepsin will be denatured at pH 7.2  consequently the data presented 
here are for inactive pepsin.  
In addition a bile acid mixture had no effect on the PBECs and CF PBECs in terms of 
release of any significant levels of cytokines. The bile acid mixture was made up in 
composition and concentrations of bile salts as close as possible to those present in human 
bile (50% taurocholic acid, 15% taurodeoxycholic acid, 30% chenodeoxycholic acid and 
5% lithocholic acid) so 65% are conjugated. Conjugation may be important in the effect 
of produced (Hofmann, 2004), in that there will be an association between structure of the 
bile acid and effects on transepithelial secretory responses. It is difficult to explain why 
the bile acid mixture does not cause up regulation of cytokine production, as the mixture 
contains the free bile acid chenodeoxycholate at a concentration of 3µmol/l. This 
concentration would also stimulate IL-8, IL-6 and GMCSF production from PEBCs. The 
mixture is 65% (65µmol/l) conjugated bile acids which are much less hydrophobic 
compared to the free bile acids. Wu et al., reported that conjugated bile acids do not 
stimulate IL-8 production at concentration of 10 µmol/l from human alveolar cells (Wu et 
al., 2009). In addition chenodeoxycholate was five times more potent in up regulating 
prostaglandin synthesis in oesophageal squamous cells (Zhang et al., 2001). It has not 
been reported how PBECs react to bile acid mixtures containing both conjugated and 
non-conjugated bile acids but one could speculate, based on large differences in effect 
that they may antagonise each other leading to no increase in cytokine production. 
As with the bile acid stimulation experiments the CF PBECs were more responsive to 
gastric juice samples than the PBECs. With only two out of eight juices stimulating 
production of IL-8 from non CF PBECs compared to four out of eight with the CF 
PBECs. In terms of IL-6 up regulation only one juice was effective with the PBECs 
compared to three out of eight with the CF PBECs. Interestingly the gastric juice has little 
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effect on GMCSF levels. In addition there was marked variability in the levels of the cells 
response to the gastric juice. 
When the gastric juice was filtered, the stimulatory effect was abolished with both CF and 
non-CF cells, suggesting that the major inflammatory signals had been removed. In the 
same cases the molecules responsible would appear to be bile acids and in others 
pathogens or a mixture of the two. Pepsin did not seem to have a direct role. The variation 
in response could be pathogen species related as demonstrated by Stathopoulou et al., 
(2010) who showed that IL-6 levels produced by human gingival epithelial cells was 
significantly higher with F. nucleatum compared to S. gordonii (Stathopoulou et al., 
2010). Also Sutanto et al., (2011) showed that CF airway cells responded to human 
rhinovirus with a marked increase in IL-8 compared to non-CF cells (Sutanto et al., 
2011). So it seems pathogen type and cells type may play a role in the cytokine response. 
The goblet cells line produced a similar basal output of IL-8 as the PBECs i.e. ~3000 
pg/ml, but the output of IL-6 and GMCSF was less than 10 pg/ml.  These levels for IL-6 
and GMCSF are approximately 20 times lower than the PBECs basal output. The goblet 
cell line has a constitutive IL-8 phenotype in agreement with Smirnova et al (Smirnova et 
al., 2002). These cells have a resistance to bile acids unlike the PBECs.  
The goblet cell line did not release significantly increased levels of IL-8 when exposed to 
seven out of eight of the gastric juice samples. The stimulation effects of the gastric juice 
on goblet cells needs to be considered with some caution as the basal output of IL-8 in the 
whole gastric juice was only 25 pg/ml and the highest stimulated levels were around  
300pg/ml, whereas the basal output in the experiments with filtered and dialysed juices 
was 975pg/ml. Both these basal levels are much lower than the basal level for the bile 
acid stimulation experiments. Suggesting the cells was behaving abnormally although 
there were no overt signs of cell death or infection. Taken overall the results with the 
goblet cells, assuming we can consider them as representative of airway goblet cells, 
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would imply that IL-6, GMCSF driven inflammatory process instigated by reflux and 
aspiration, will not be added to by the goblet cells.  
The data presented in this thesis showing the potential for reflux/aspiration containing 
bile acids to cause damage to the CF lung pre and post transplantation, produces further 
evidence supporting the need for for clinical and surgical interventions to prevent lung 
damage associated with reflux 
The macrolide antibiotic Azithromycin has been documented as having positive effects 
on gastric motility (Larson et al., 2010), which may be beneficial in reflux associated 
injury. Recent reports have suggested that azithromycin treatment can prevent damage to 
transplanted lungs and in some cases reverse the development of BOS (Yates et al., 2005, 
Gerhardt et al., 2003a). In addition a single centre trial (double-blind randomised 
controlled) showed that over a two year period patients receiving azithromycin had  a 
significantly lower incidence of BOS compared to placebo, 12.5% versus 44.2% and that 
patients on azithromycin had a better BOS-free survival time (Vos et al., 2011). However, 
overall survival time was not different between the groups. This suggests that whatever is 
damaging the lungs is not completely dealt with by azthromycin treatment. 
It is therefore possible that some level of reflux/aspiration persists on azithromycin 
treatment even though azthromycin should reduce reflux/aspiration because of its pro-
motile effect on the gut (Larson et al., 2010). In fact Mertens et al 2011 present evidence 
that transplant patients that have measurable bile acids in their BAL had reduced survival 
time and faster decline in FEV1 and progression of BOS compared to those without bile 
acids, even when undergoing azithromycin treatment. 
Consequently it would seem that further methods to stop reflux need to be employed such 
as fundoplication even when azthromycin therapy is applied. Although this dual therapy 
would only need to be applied when evidence of bile acid aspiration is available and can 
be reliably measured.  
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6.2 Overall Conclusion  
 
To conclude the work done in this project, a success rate of 70% in culturing primary 
bronchial epithelial cells, from both lung transplantation recipients and explanted lungs 
for cystic fibrosis patients was achieved. However the success rate was 85% with the 
goblet cell line HT-29 MTX. 
PBECs from lung transplant patients had different responses to stimulation shown by  
IL-8, IL-6 and GMCSF production after treatment by individual primary and secondary 
bile acids, using concentrations for the bile acids 1µmol/l and above.  
CF PBECs were able to release significantly stimulated levels of IL-8 after treatment by 
all the bile acid concentrations including the lowest concentration 0.25µmol/l. However, 
the CF PBECs are similar to transplant PBECs in terms of IL-6 and GMCSF stimulation, 
in that bile acid concentrations of 1µmol/l and above were required. 
The cells used in this study did not increase the levels of IL-8, IL-6 and GMCSF released 
after treatment by porcine pepsin and a bile acid mixture as shown in section (2.2.5). 
The different human gastric juice preparations evaluated (whole, filtered and dialysed) 
samples regulated the cells to release significant levels (increased / decreased) depending, 
on the gastric juice content as (Table 9). 
The goblet cell line HT-29 MTX are resistant to bile acids, and did not release any 
significantly increased levels of IL-8, IL-6 and GMCSF after exposure to porcine pepsin 
and a bile acid mixture at concentrations as shown in section (2.2.5) but were stimulated 
with gastric juice.  
As a result from this work I recommend that bile acid assessments should be made in lung 
samples as a regular test for the patients who have had lung transplantation and especially 
those transplanted for cystic fibrosis disease. CF patients may well go on to have elevated 
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levels of bile acids in the new lungs considering the CFTR related defects in bile acid 
transport. My data indicate that high concentrations of bile acids are toxic for the 
transplant PBECs and CF PBECs, but lithochlic acid at 5µmol/l and above is the most 
toxic as shown by cell viability.  
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6.3 Future Directions for Research  
 
 As we can see in this study 30% of lung transplantations in our local hospital are for 
cystic fibrosis and the results show that significant stimulated levels of IL-8, IL-6 and 
GMCSF are released from cystic fibrosis primary bronchial epithelial cell CF PBECs 
after stimulation by bile acids and gastric juice. 
 In future studies we could use more cystic fibrosis patient samples for additional 
studies; we can use CF PBECs samples from explants and lung transplantations, 
studying the same patients’ pre and post lung transplantation. In particular it 
would be useful to carry out a longitudinal study of bile acid levels with time in 
the newly transplantation lung.    
 For the gastric juice studies, future studies could take samples from the same 
patients and analyse these for pathogens, pepsin activity, pH and total bile acid 
levels in the same time the patients have bronchoscopy, six times in the first year 
after transplant.  
  Bile acids should be measured by sensitive methods such as tandem mass 
spectrometry. This is because the lowest level of detection with the colourimetric 
assay is around 5µmol/l. 
 In this study we stimulated the samples with gastric juice for 24 hours so future 
studies could evaluate the effect of 48 hours stimulation with bile acids.  
 For cell viability we can look for more accurate and high quality methods such as 
the methylthiazolyldiphenyl-tetrazolium bromide) assay.  
 As we know it is hard to find enough patients from our local hospital population 
for study. We could in future contact other lung transplantation centres to organise 
multi centre larger studies. 
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 A study should be set up to investigate the possibility that bile acids level in the 
lung is a biomarker which may predict for chronic rejection (using the enhanced 
bile acid measurement technology). 
  Future studies should identify whether bile acids are present in people with CF 
before and after transplantation in the lung. 
158 
 
References 
 
ABDELAZIZ, M. M., DEVALIA, J. L., KHAIR, O. A., RUSZNAK, C., CALDERON, 
M., SAPSFORD, R. J., BAYRAM, H. & DAVIES, R. J. 1997. The effect of 
nedocromil sodium on human airway epithelial cell-induced eosinophil 
chemotaxis and adherence to human endothelial cell in vitro. Eur Respir J, 10, 
851-7. 
ADACHI, M., MATSUKURA, S., TOKUNAGA, H. & KOKUBU, F. 1997. Expression 
of cytokines on human bronchial epithelial cells induced by influenza virus A. Int 
Arch Allergy Immunol, 113, 307-11. 
ALLAN, R. N., THISTLE, J. L., HOFMANN, A. F., CARTER, J. A. & YU, P. Y. 1976. 
Lithocholate metabolism during chenotherapy for gallstone dissolution. 1. Serum 
levels of sulphated and unsulphated lithocholates. Gut, 17, 405-12. 
APPEL, J. Z., 3RD, LEE, S. M., HARTWIG, M. G., LI, B., HSIEH, C. C., CANTU, E., 
3RD, YOON, Y., LIN, S. S., PARKER, W. & DAVIS, R. D. 2007. 
Characterization of the innate immune response to chronic aspiration in a novel 
rodent model. Respir Res, 8, 87. 
ATTWOOD, S. E., SMYRK, T. C., DEMEESTER, T. R., MIRVISH, S. S., STEIN, H. J. 
& HINDER, R. A. 1992. Duodenoesophageal reflux and the development of 
esophageal adenocarcinoma in rats. Surgery, 111, 503-10. 
BADELLINO, M. M., BUCKMAN, R. F., JR., MALASPINA, P. J., EYNON, C. A., 
O'BRIEN, G. M. & KUEPPERS, F. 1996. Detection of pulmonary aspiration of 
gastric contents in an animal model by assay of peptic activity in bronchoalveolar 
fluid. Critical Care Medicine, 24, 1881-5. 
BAGGIOLINI, M. & CLARK-LEWIS, I. 1992. Interleukin-8, a chemotactic and 
inflammatory cytokine. FEBS Lett, 307, 97-101. 
BAGGIOLINI, M., IMBODEN, P. & DETMERS, P. 1992. Neutrophil activation and the 
effects of interleukin-8/neutrophil-activating peptide 1 (IL-8/NAP-1). Cytokines, 
4, 1-17. 
BALOUGH, K., MCCUBBIN, M., WEINBERGER, M., SMITS, W., AHRENS, R. & 
FICK, R. 1995. The relationship between infection and inflammation in the early 
stages of lung disease from cystic fibrosis. Pediatr Pulmonol, 20, 63-70. 
BAUTISTA, M. V., CHEN, Y., IVANOVA, V. S., RAHIMI, M. K., WATSON, A. M. & 
ROSE, M. C. 2009. IL-8 regulates mucin gene expression at the 
posttranscriptional level in lung epithelial cells. J Immunol, 183, 2159-66. 
BECKER, S., REED, W., HENDERSON, F. W. & NOAH, T. L. 1997. RSV infection of 
human airway epithelial cells causes production of the beta-chemokine RANTES. 
Am J Physiol, 272, L512-20. 
BELSEY, R. 1979. Complications of gastro-oesophageal reflux, and surgical 
management. Acta Gastroenterol Belg, 42, 200-6. 
BENDEN, C., AURORA, P., CURRY, J., WHITMORE, P., PRIESTLEY, L. & 
ELLIOTT, M. J. 2005. High prevalence of gastroesophageal reflux in children 
after lung transplantation. Pediatr Pulmonol, 40, 68-71. 
BERKOWITZ, N., SCHULMAN, L. L., MCGREGOR, C. & MARKOWITZ, D. 1995. 
Gastroparesis after lung transplantation. Potential role in postoperative respiratory 
complications. Chest, 108, 1602-7. 
BEUERS, U., DENK, G. U., SOROKA, C. J., WIMMER, R., RUST, C., 
PAUMGARTNER, G. & BOYER, J. L. 2003. Taurolithocholic acid exerts 
cholestatic effects via phosphatidylinositol 3-kinase-dependent mechanisms in 
perfused rat livers and rat hepatocyte couplets. J Biol Chem, 278, 17810-8. 
159 
 
BEUERS, U., THIEL, M., BARDENHEUER, H. & PAUMGARTNER, G. 1990. 
Tauroursodeoxycholic acid inhibits the cytosolic Ca++ increase in human 
neutrophils stimulated by formyl-methionyl-leucyl-phenylalanine. Biochem 
Biophys Res Commun, 171, 1115-21. 
BJORKHEM, I., BUCHMANN, M. S. & SKREDE, S. 1983. Isolation of 5 alpha-
cholestane-3 beta, 7 alpha-diol from bile of patients with cerebrotendinous 
xanthomatosis. Inefficiency of this steroid as a precursor to cholestanol. Biochim 
Biophys Acta, 753, 220-6. 
BLONDEAU, K., DUPONT, L. J., MERTENS, V., TACK, J. & SIFRIM, D. 2007. 
Improved diagnosis of gastro-oesophageal reflux in patients with unexplained 
chronic cough. Aliment Pharmacol Ther, 25, 723-32. 
BLONDEAU, K., DUPONT, L. J., MERTENS, V., VERLEDEN, G., MALFROOT, A., 
VANDENPLAS, Y., HAUSER, B. & SIFRIM, D. 2008a. Gastro-oesophageal 
reflux and aspiration of gastric contents in adult patients with cystic fibrosis. Gut, 
57, 1049-55. 
BLONDEAU, K., MERTENS, V., VANAUDENAERDE, B. A., VERLEDEN, G. M., 
VAN RAEMDONCK, D. E., SIFRIM, D. & DUPONT, L. J. 2008b. Gastro-
oesophageal reflux and gastric aspiration in lung transplant patients with or 
without chronic rejection. Eur Respir J, 31, 707-13. 
BLONDEAU, K., PAUWELS, A., DUPONT, L., MERTENS, V., PROESMANS, M., 
OREL, R., BRECELJ, J., LOPEZ-ALONSO, M., MOYA, M., MALFROOT, A., 
DE WACHTER, E., VANDENPLAS, Y., HAUSER, B. & SIFRIM, D. 2010. 
Characteristics of gastroesophageal reflux and potential risk of gastric content 
aspiration in children with cystic fibrosis. J Pediatr Gastroenterol Nutr, 50, 161-6. 
BODGER, K. & CRABTREE, J. E. 1998. Helicobacter pylori and gastric inflammation. 
Br Med Bull, 54, 139-50. 
BOEHLER, A., KESTEN, S., WEDER, W. & SPEICH, R. 1998. Bronchiolitis obliterans 
after lung transplantation: a review. Chest, 114, 1411-26. 
BONVICINI, F., GAUTIER, A., GARDIOL, D. & BOREL, G. A. 1978. Cholesterol in 
acute cholestasis induced by taurolithocholic acid. A cytochemical study in 
transmission and scanning electron microscopy. Lab Invest, 38, 487-95. 
BORISH, L. & ROSENWASSER, L. J. 1996. Update on cytokines. J Allergy Clin 
Immunol, 97, 719-33; quiz 734. 
BRACH, M. A., DEVOS, S., GRUSS, H. J. & HERRMANN, F. 1992. Prolongation of 
survival of human polymorphonuclear neutrophils by granulocyte-macrophage 
colony-stimulating factor is caused by inhibition of programmed cell death. Blood, 
80, 2920-4. 
BRODLIE, M., MCKEAN, M. C., JOHNSON, G. E., GRAY, J., FISHER, A. J., 
CORRIS, P. A., LORDAN, J. L. & WARD, C. Ceramide is Increased in the 
Lower Airway Epithelium of People with Advanced Cystic Fibrosis Lung 
Disease. Am J Respir Crit Care Med. 
BRODLIE, M., MCKEAN, M. C., JOHNSON, G. E., PERRY, J. D., NICHOLSON, A., 
VERDON, B., GRAY, M. A., DARK, J. H., PEARSON, J. P., FISHER, A. J., 
CORRIS, P. A., LORDAN, J. & WARD, C. 2010. Primary bronchial epithelial 
cell culture from explanted cystic fibrosis lungs. Exp Lung Res, 36, 101-10. 
BRODZICKI, J., TRAWINSKA-BARTNICKA, M. & KORZON, M. 2002. Frequency, 
consequences and pharmacological treatment of gastroesophageal reflux in 
children with cystic fibrosis. Med Sci Monit, 8, CR529-37. 
BRUGIERE, O., THABUT, G., CASTIER, Y., MAL, H., DAURIAT, G., MARCEAU, 
A. & LESECHE, G. 2003. Lung retransplantation for bronchiolitis obliterans 
syndrome: long-term follow-up in a series of 15 recipients. Chest, 123, 1832-7. 
160 
 
BULMER, D. M., ALI, M. S., BROWNLEE, I. A., DETTMAR, P. W. & PEARSON, J. 
P. 2010a. Laryngeal Mucosa: Its Susceptibility to Damage by Acid and Pepsin. 
Laryngoscope, 120, 777-782. 
BULMER, D. M., ALI, M. S., BROWNLEE, I. A., DETTMAR, P. W. & PEARSON, J. 
P. 2010b. Laryngeal mucosa: its susceptibility to damage by acid and pepsin. 
Laryngoscope, 120, 777-82. 
BURKE, C. M., THEODORE, J., DAWKINS, K. D., YOUSEM, S. A., BLANK, N., 
BILLINGHAM, M. E., VAN KESSEL, A., JAMIESON, S. W., OYER, P. E., 
BALDWIN, J. C. & ET AL. 1984. Post-transplant obliterative bronchiolitis and 
other late lung sequelae in human heart-lung transplantation. Chest, 86, 824-9. 
BUSSE, W., ELIAS, J., SHEPPARD, D. & BANKS-SCHLEGEL, S. 1999. Airway 
remodeling and repair. Am J Respir Crit Care Med, 160, 1035-42. 
BUTTON, B. M., ROBERTS, S., KOTSIMBOS, T. C., LEVVEY, B. J., WILLIAMS, T. 
J., BAILEY, M., SNELL, G. I. & WILSON, J. W. 2005. Gastroesophageal reflux 
(symptomatic and silent): a potentially significant problem in patients with cystic 
fibrosis before and after lung transplantation. J Heart Lung Transplant, 24, 1522-
9. 
CALMUS, Y., GUECHOT, J., PODEVIN, P., BONNEFIS, M. T., GIBOUDEAU, J. & 
POUPON, R. 1992. Differential effects of chenodeoxycholic and ursodeoxycholic 
acids on interleukin 1, interleukin 6 and tumor necrosis factor-alpha production by 
monocytes. Hepatology, 16, 719-23. 
CASTRO-ALCARAZ, S., MISKOLCI, V., KALASAPUDI, B., DAVIDSON, D. & 
VANCUROVA, I. 2002. NF-kappa B regulation in human neutrophils by nuclear 
I kappa B alpha: correlation to apoptosis. J Immunol, 169, 3947-53. 
COLOMBO, C., RODA, A., RODA, E., PICENI SERENI, L., BREGA, A., FUGAZZA, 
R. & GIUNTA, A. 1984. Bile acid malabsorption in cystic fibrosis with and 
without pancreatic insufficiency. J Pediatr Gastroenterol Nutr, 3, 556-62. 
COLOMBO, C., RODA, A., RODA, E., PICENI SERENI, L., MASPERO, D., GIUNTA, 
A. M. & BARBARA, L. 1983. Evaluation of an oral ursodeoxycholic acid load in 
the assessment of bile acid malabsorption in cystic fibrosis. Dig Dis Sci, 28, 306-
11. 
CORRIGAN, C. J. & KAY, A. B. 1991. The roles of inflammatory cells in the 
pathogenesis of asthma and of chronic obstructive pulmonary disease. Am Rev 
Respir Dis, 143, 1165-8; discussion 1175-6. 
COSTARELLI, V. & SANDERS, T. A. 2001. Acute effects of dietary fat composition on 
postprandial plasma bile acid and cholecystokinin concentrations in healthy 
premenopausal women. Br J Nutr, 86, 471-7. 
COUTURIER, O., BODET-MILIN, C., QUERELLOU, S., CARLIER, T., TURZO, A. & 
BIZAIS, Y. 2004. Gastric scintigraphy with a liquid-solid radiolabelled meal: 
performances of solid and liquid parameters. Nucl Med Commun, 25, 1143-50. 
CUCCHIARA, S., SANTAMARIA, F., ANDREOTTI, M. R., MINELLA, R., 
ERCOLINI, P., OGGERO, V. & DE RITIS, G. 1991. Mechanisms of gastro-
oesophageal reflux in cystic fibrosis. Arch Dis Child, 66, 617-22. 
D'OVIDIO, F. & KESHAVJEE, S. 2006. Gastroesophageal reflux and lung 
transplantation. Diseases of the Esophagus, 19, 315-20. 
D'OVIDIO, F., MURA, M., RIDSDALE, R., TAKAHASHI, H., WADDELL, T. K., 
HUTCHEON, M., HADJILIADIS, D., SINGER, L. G., PIERRE, A., 
CHAPARRO, C., GUTIERREZ, C., MILLER, L., DARLING, G., LIU, M., 
POST, M. & KESHAVJEE, S. 2006a. The effect of reflux and bile acid aspiration 
on the lung allograft and its surfactant and innate immunity molecules SP-A and 
SP-D. Am J Transplant, 6, 1930-8. 
161 
 
D'OVIDIO, F., MURA, M., RIDSDALE, R., TAKAHASHI, H., WADDELL, T. K., 
HUTCHEON, M., HADJILIADIS, D., SINGER, L. G., PIERRE, A., 
CHAPARRO, C., GUTIERREZ, C., MILLER, L., DARLING, G., LIU, M., 
POST, M. & KESHAVJEE, S. 2006b. The effect of reflux and bile acid aspiration 
on the lung allograft and its surfactant and innate immunity molecules SP-A and 
SP-D. American Journal of Transplantation, 6, 1930-8. 
D'OVIDIO, F., MURA, M., TSANG, M., WADDELL, T. K., HUTCHEON, M. A., 
SINGER, L. G., HADJILIADIS, D., CHAPARRO, C., GUTIERREZ, C., 
PIERRE, A., DARLING, G., LIU, M. & KESHAVJEE, S. 2005a. Bile acid 
aspiration and the development of bronchiolitis obliterans after lung 
transplantation. Journal of Thoracic & Cardiovascular Surgery, 129, 1144-52. 
D'OVIDIO, F., MURA, M., TSANG, M., WADDELL, T. K., HUTCHEON, M. A., 
SINGER, L. G., HADJILIADIS, D., CHAPARRO, C., GUTIERREZ, C., 
PIERRE, A., DARLING, G., LIU, M. & KESHAVJEE, S. 2005b. Bile acid 
aspiration and the development of bronchiolitis obliterans after lung 
transplantation. J Thorac Cardiovasc Surg, 129, 1144-52. 
DAUD, S. A., YUSEN, R. D., MEYERS, B. F., CHAKINALA, M. M., WALTER, M. J., 
ALOUSH, A. A., PATTERSON, G. A., TRULOCK, E. P. & HACHEM, R. R. 
2007. Impact of immediate primary lung allograft dysfunction on bronchiolitis 
obliterans syndrome. Am J Respir Crit Care Med, 175, 507-13. 
DAVIDSON, G. P., COREY, M., MORAD-HASSEL, F., SONDHEIMER, J. M., 
CROZIER, D. & FORSTNER, G. G. 1980. Immunoassay of serum conjugates of 
cholic acid in cystic fibrosis. J Clin Pathol, 33, 390-4. 
DAVIES, R. J. & DEVALIA, J. L. 1992. Asthma. Epithelial cells. Br Med Bull, 48, 85-
96. 
DAVIS, R. D., JR., LAU, C. L., EUBANKS, S., MESSIER, R. H., HADJILIADIS, D., 
STEELE, M. P. & PALMER, S. M. 2003a. Improved lung allograft function after 
fundoplication in patients with gastroesophageal reflux disease undergoing lung 
transplantation. Journal of Thoracic & Cardiovascular Surgery, 125, 533-42. 
DAVIS, R. D., JR., LAU, C. L., EUBANKS, S., MESSIER, R. H., HADJILIADIS, D., 
STEELE, M. P. & PALMER, S. M. 2003b. Improved lung allograft function after 
fundoplication in patients with gastroesophageal reflux disease undergoing lung 
transplantation. J Thorac Cardiovasc Surg, 125, 533-42. 
DE GROEN, P. C., KEPHART, G. M., GLEICH, G. J. & LUDWIG, J. 1994. The 
eosinophil as an effector cell of the immune response during hepatic allograft 
rejection. Hepatology, 20, 654-62. 
DEE, D., PENCER, J., NIEH, M.-P., KRUEGER, S., KATSARAS, J. & YADA, R. Y. 
2006. Comparison of solution structures and stabilities of native, partially 
unfolded and partially refolded pepsin. Biochemistry, 45, 13982-13992. 
DENISON, F. C., RILEY, S. C., WATHEN, N. C., CHARD, T., CALDER, A. A. & 
KELLY, R. W. 1998. Differential concentrations of monocyte chemotactic 
protein-1 and interleukin-8 within the fluid compartments present during the first 
trimester of pregnancy. Hum Reprod, 13, 2292-5. 
DEVALIA, J. L., BAYRAM, H., ABDELAZIZ, M. M., SAPSFORD, R. J. & DAVIES, 
R. J. 1999. Differences between cytokine release from bronchial epithelial cells of 
asthmatic patients and non-asthmatic subjects: effect of exposure to diesel exhaust 
particles. Int Arch Allergy Immunol, 118, 437-9. 
DEVALIA, J. L., CAMPBELL, A. M., SAPSFORD, R. J., RUSZNAK, C., QUINT, D., 
GODARD, P., BOUSQUET, J. & DAVIES, R. J. 1993. Effect of nitrogen dioxide 
on synthesis of inflammatory cytokines expressed by human bronchial epithelial 
cells in vitro. Am J Respir Cell Mol Biol, 9, 271-8. 
162 
 
DEVOUASSOUX, G., DROUET, C., PIN, I., BRAMBILLA, C., BRAMBILLA, E., 
COLLE, P. E. & PISON, C. 2002. Alveolar neutrophilia is a predictor for the 
bronchiolitis obliterans syndrome, and increases with degree of severity. Transpl 
Immunol, 10, 303-10. 
DJUKANOVIC, R., ROCHE, W. R., WILSON, J. W., BEASLEY, C. R., 
TWENTYMAN, O. P., HOWARTH, R. H. & HOLGATE, S. T. 1990. Mucosal 
inflammation in asthma. Am Rev Respir Dis, 142, 434-57. 
DODGE, J. A., LEWIS, P. A., STANTON, M. & WILSHER, J. 2007. Cystic fibrosis 
mortality and survival in the UK: 1947-2003. Eur Respir J, 29, 522-6. 
DORING, G., ELBORN, J. S., JOHANNESSON, M., DE JONGE, H., GRIESE, M., 
SMYTH, A. & HEIJERMAN, H. 2007. Clinical trials in cystic fibrosis. J Cyst 
Fibros, 6, 85-99. 
DOWNEY, D. G., BELL, S. C. & ELBORN, J. S. 2009. Neutrophils in cystic fibrosis. 
Thorax, 64, 81-8. 
DUFRESNE, V., KNOOP, C., VAN MUYLEM, A., MALFROOT, A., LAMOTTE, M., 
OPDEKAMP, C., DEBOECK, G., CASSART, M., STALLENBERG, B., 
CASIMIR, G., DUCHATEAU, J. & ESTENNE, M. 2009. Effect of systemic 
inflammation on inspiratory and limb muscle strength and bulk in cystic fibrosis. 
Am J Respir Crit Care Med, 180, 153-8. 
DUNN, B. M. 2002. Structure and mechanism of the pepsin-like family of aspartic 
peptidases. Chem Rev, 102, 4431-58. 
EDELSON, M. B., BAGWELL, C. E. & ROZYCKI, H. J. 1999. Circulating pro- and 
counterinflammatory cytokine levels and severity in necrotizing enterocolitis. 
Pediatrics, 103, 766-71. 
ESTENNE, M. & HERTZ, M. I. 2002. Bronchiolitis obliterans after human lung 
transplantation. Am J Respir Crit Care Med, 166, 440-4. 
ESTENNE, M., MAURER, J. R., BOEHLER, A., EGAN, J. J., FROST, A., HERTZ, M., 
MALLORY, G. B., SNELL, G. I. & YOUSEM, S. 2002. Bronchiolitis obliterans 
syndrome 2001: an update of the diagnostic criteria. J Heart Lung Transplant, 21, 
297-310. 
FARRELL, S., MCMASTER, C., GIBSON, D., SHIELDS, M. D. & MCCALLION, W. 
A. 2006. Pepsin in bronchoalveolar lavage fluid: a specific and sensitive method 
of diagnosing gastro-oesophageal reflux-related pulmonary aspiration. J Pediatr 
Surg, 41, 289-93. 
FATHI, H., MOON, T., DONALDSON, J., JACKSON, W., SEDMAN, P. & MORICE, 
A. H. 2009. Cough in adult cystic fibrosis: diagnosis and response to 
fundoplication. Cough, 5, 1. 
FEIGELSON, J., GIRAULT, F. & PECAU, Y. 1987. Gastro-oesophageal reflux and 
esophagitis in cystic fibrosis. Acta Paediatr Scand, 76, 989-90. 
FEIGELSON, J. & SAUVEGRAIN, J. 1975. [Letter: Gastro-esophageal reflux in 
mucoviscidosis]. Nouv Presse Med, 4, 2729-30. 
FISHER, A. J., WARDLE, J., DARK, J. H. & CORRIS, P. A. 2002. Non-immune acute 
graft injury after lung transplantation and the risk of subsequent bronchiolitis 
obliterans syndrome (BOS). J Heart Lung Transplant, 21, 1206-12. 
FOLKERTS, G. & NIJKAMP, F. P. 1998. Airway epithelium: more than just a barrier! 
Trends Pharmacol Sci, 19, 334-41. 
FORREST, I. A., MURPHY, D. M., WARD, C., JONES, D., JOHNSON, G. E., 
ARCHER, L., GOULD, F. K., CAWSTON, T. E., LORDAN, J. L. & CORRIS, P. 
A. 2005. Primary airway epithelial cell culture from lung transplant recipients. 
Eur Respir J, 26, 1080-5. 
163 
 
FRIGAS, E., MOTOJIMA, S. & GLEICH, G. J. 1991. The eosinophilic injury to the 
mucosa of the airways in the pathogenesis of bronchial asthma. Eur Respir J 
Suppl, 13, 123s-135s. 
GERHARDT, S. G., MCDYER, J. F., GIRGIS, R. E., CONTE, J. V., YANG, S. C. & 
ORENS, J. B. 2003a. Maintenance azithromycin therapy for bronchiolitis 
obliterans syndrome: results of a pilot study. Am J Respir Crit Care Med, 168, 
121-5. 
GERHARDT, S. G., TUDER, R. M., GIRGIS, R. E., YANG, S. C., CONTE, J. V. & 
ORENS, J. B. 2003b. Pulmonary eosinophilia following lung transplantation for 
sarcoidosis in two patients. Chest, 123, 629-632. 
GILLEN, P., KEELING, P., BYRNE, P. J., HEALY, M., O'MOORE, R. R. & 
HENNESSY, T. P. 1988. Implication of duodenogastric reflux in the pathogenesis 
of Barrett's oesophagus. Br J Surg, 75, 540-3. 
GIRGIS, R. E., TU, I., BERRY, G. J., REICHENSPURNER, H., VALENTINE, V. G., 
CONTE, J. V., TING, A., JOHNSTONE, I., MILLER, J., ROBBINS, R. C., 
REITZ, B. A. & THEODORE, J. 1996. Risk factors for the development of 
obliterative bronchiolitis after lung transplantation. J Heart Lung Transplant, 15, 
1200-8. 
GIZYCKI, M. J., ADELROTH, E., ROGERS, A. V., O'BYRNE, P. M. & JEFFERY, P. 
K. 1997. Myofibroblast involvement in the allergen-induced late response in mild 
atopic asthma. Am J Respir Cell Mol Biol, 16, 664-73. 
GLEICH, G. J. 2000. Mechanisms of eosinophil-associated inflammation. J Allergy Clin 
Immunol, 105, 651-63. 
GLEICH, G. J., ADOLPHSON, C. R. & LEIFERMAN, K. M. 1993. The biology of the 
eosinophilic leukocyte. Annu Rev Med, 44, 85-101. 
GLEICH, G. J., FRIGAS, E., LOEGERING, D. A., WASSOM, D. L. & 
STEINMULLER, D. 1979. Cytotoxic properties of the eosinophil major basic 
protein. J Immunol, 123, 2925-7. 
GOODCHILD, M. C., MURPHY, G. M., HOWELL, A. M., NUTTER, S. A. & 
ANDERSON, C. M. 1975. Aspects of bile acid metabolism in cystic fibrosis. 
Arch Dis Child, 50, 769-78. 
GOURISHANKAR, S. & HALLORAN, P. F. 2002. Late deterioration of organ 
transplants: a problem in injury and homeostasis. Curr Opin Immunol, 14, 576-83. 
GOYA, I., VILLARES, R., ZABALLOS, A., GUTIERREZ, J., KREMER, L., 
GONZALO, J. A., VARONA, R., CARRAMOLINO, L., SERRANO, A., 
PALLARES, P., CRIADO, L. M., KOLBECK, R., TORRES, M., COYLE, A. J., 
GUTIERREZ-RAMOS, J. C., MARTINEZ, A. C. & MARQUEZ, G. 2003. 
Absence of CCR8 does not impair the response to ovalbumin-induced allergic 
airway disease. J Immunol, 170, 2138-46. 
GROETZNER, J., WITTWER, T., KACZMAREK, I., UEBERFUHR, P., STRAUCH, J., 
NAGIB, R., MEISER, B., FRANKE, U., REICHART, B. & WAHLERS, T. 2006. 
Conversion to sirolimus and mycophenolate can attenuate the progression of 
bronchiolitis obliterans syndrome and improves renal function after lung 
transplantation. Transplantation, 81, 355-60. 
GUSTAFSSON, P. M., FRANSSON, S. G., KJELLMAN, N. I. & TIBBLING, L. 1991. 
Gastro-oesophageal reflux and severity of pulmonary disease in cystic fibrosis. 
Scand J Gastroenterol, 26, 449-56. 
HACHEM, R. R., KHALIFAH, A. P., CHAKINALA, M. M., YUSEN, R. D., ALOUSH, 
A. A., MOHANAKUMAR, T., PATTERSON, G. A., TRULOCK, E. P. & 
WALTER, M. J. 2005. The significance of a single episode of minimal acute 
rejection after lung transplantation. Transplantation, 80, 1406-13. 
164 
 
HADJILIADIS, D., DUANE DAVIS, R., STEELE, M. P., MESSIER, R. H., LAU, C. L., 
EUBANKS, S. S. & PALMER, S. M. 2003. Gastroesophageal reflux disease in 
lung transplant recipients. Clin Transplant, 17, 363-8. 
HALLBERG, K., FANDRIKS, L. & STRANDVIK, B. 2004. Duodenogastric bile reflux 
is common in cystic fibrosis. J Pediatr Gastroenterol Nutr, 38, 312-6. 
HAMID, Q., SPRINGALL, D. R., RIVEROS-MORENO, V., CHANEZ, P., 
HOWARTH, P., REDINGTON, A., BOUSQUET, J., GODARD, P., HOLGATE, 
S. & POLAK, J. M. 1993. Induction of nitric oxide synthase in asthma. Lancet, 
342, 1510-3. 
HARDING, S. M. 2001. The potential role of gastroesophageal reflux in asthma. Minerva 
Gastroenterol Dietol, 47, 75-83. 
HARDISON, W. G. & GRUNDY, S. M. 1983. Effect of bile acid conjugation pattern on 
bile acid metabolism in normal humans. Gastroenterology, 84, 617-20. 
HARRIES, J. T., MULLER, D. P., MCCOLLUM, J. P., LIPSON, A., ROMA, E. & 
NORMAN, A. P. 1979. Intestinal bile salts in cystic fibrosis: studies in the patient 
and experimental animal. Arch Dis Child, 54, 19-24. 
HASLAM, P. L., BAUGHMAN, R. P., HASLAM, P. L. & BAUGHMAN, R. P. 1999. 
Report of ERS Task Force: guidelines for measurement of acellular components 
and standardization of BAL. European Respiratory Journal, 14, 245-8. 
HEINE, R. G., BUTTON, B. M., OLINSKY, A., PHELAN, P. D. & CATTO-SMITH, A. 
G. 1998. Gastro-oesophageal reflux in infants under 6 months with cystic fibrosis. 
Arch Dis Child, 78, 44-8. 
HENDERSON, R. D., FUNG, K., CULLEN, J. B., MILNE, E. N. & MARRYATT, G. 
1975. Bile aspiration: an experimental study in rabbits. Canadian Journal of 
Surgery, 18, 64-9. 
HERTZ, M. I., AURORA, P., CHRISTIE, J. D., DOBBELS, F., EDWARDS, L. B., 
KIRK, R., KUCHERYAVAYA, A. Y., RAHMEL, A. O., ROWE, A. W. & 
STEHLIK, J. 2010. Scientific Registry of the International Society for Heart and 
Lung Transplantation: introduction to the 2010 annual reports. J Heart Lung 
Transplant, 29, 1083-8. 
HERTZ, M. I., JESSURUN, J., KING, M. B., SAVIK, S. K. & MURRAY, J. J. 1993. 
Reproduction of the obliterative bronchiolitis lesion after heterotopic 
transplantation of mouse airways. Am J Pathol, 142, 1945-51. 
HEUBI, J. E., SETCHELL, K. D. & BOVE, K. E. 2007. Inborn errors of bile acid 
metabolism. Semin Liver Dis, 27, 282-94. 
HILL, M. J., GODDARD, P. & WILLIAMS, R. E. 1971. Gut bacteria and aetiology of 
cancer of the breast. Lancet, 2, 472-3. 
HOFMANN, A. F. 1999a. Bile Acids: The Good, the Bad, and the Ugly. News Physiol 
Sci, 14, 24-29. 
HOFMANN, A. F. 1999b. The continuing importance of bile acids in liver and intestinal 
disease. Arch Intern Med, 159, 2647-58. 
HOFMANN, A. F. 2004. Detoxification of lithocholic acid, a toxic bile acid: relevance to 
drug hepatotoxicity. Drug Metab Rev, 36, 703-22. 
HOLGATE, S. T. 2000. Epithelial damage and response. Clin Exp Allergy, 30 Suppl 1, 
37-41. 
HOLGATE, S. T., LACKIE, P., WILSON, S., ROCHE, W. & DAVIES, D. 2000. 
Bronchial epithelium as a key regulator of airway allergen sensitization and 
remodeling in asthma. Am J Respir Crit Care Med, 162, S113-7. 
HOWARTH, P. H., REDINGTON, A. E., SPRINGALL, D. R., MARTIN, U., BLOOM, 
S. R., POLAK, J. M. & HOLGATE, S. T. 1995. Epithelially derived endothelin 
and nitric oxide in asthma. Int Arch Allergy Immunol, 107, 228-30. 
165 
 
HUTCHINS, D. & STEEL, C. M. 1994. Regulation of ICAM-1 (CD54) expression in 
human breast cancer cell lines by interleukin 6 and fibroblast-derived factors. Int J 
Cancer, 58, 80-4. 
HYLEMON, P. B., ZHOU, H., PANDAK, W. M., REN, S., GIL, G. & DENT, P. 2009. 
Bile acids as regulatory molecules. Journal of Lipid Research, 50, 1509-1520. 
IRWIN, R. S., CORRAO, W. M. & PRATTER, M. R. 1981. Chronic persistent cough in 
the adult: the spectrum and frequency of causes and successful outcome of 
specific therapy. Am Rev Respir Dis, 123, 413-7. 
ISOMOTO, H., MOSS, J. & HIRAYAMA, T. 2010. Pleiotropic actions of Helicobacter 
pylori vacuolating cytotoxin, VacA. Tohoku J Exp Med, 220, 3-14. 
JANKOWSKI, J., HOPWOOD, D., PRINGLE, R. & WORMSLEY, K. G. 1993. 
Increased expression of epidermal growth factor receptors in Barrett's esophagus 
associated with alkaline reflux: a putative model for carcinogenesis. Am J 
Gastroenterol, 88, 402-8. 
JAVITT, N. B., BUDAI, K., MILLER, D. G., CAHAN, A. C., RAJU, U. & LEVITZ, M. 
1994. Breast-gut connection: origin of chenodeoxycholic acid in breast cyst fluid. 
Lancet, 343, 633-5. 
JENKINS, G. J., HARRIES, K., DOAK, S. H., WILMES, A., GRIFFITHS, A. P., 
BAXTER, J. N. & PARRY, J. M. 2004. The bile acid deoxycholic acid (DCA) at 
neutral pH activates NF-kappaB and induces IL-8 expression in oesophageal cells 
in vitro. Carcinogenesis, 25, 317-23. 
JOHNSON, M. R., BARNES, S., KWAKYE, J. B. & DIASIO, R. B. 1991. Purification 
and characterization of bile acid-CoA:amino acid N-acyltransferase from human 
liver. J Biol Chem, 266, 10227-33. 
JOHNSTON, N., BULMER, D., GILL, G. A., PANETTI, M., ROSS, P. E., PEARSON, 
J. P., PIGNATELLI, M., AXFORD, S. E., DETTMAR, P. W. & KOUFMAN, J. 
A. 2003. Cell biology of laryngeal epithelial defenses in health and disease: 
further studies. Ann Otol Rhinol Laryngol, 112, 481-91. 
KAKIS, G., PHILLIPS, M. J. & YOUSEF, I. M. 1980. The respective roles of membrane 
cholesterol and of sodium potassium adenosine triphosphatase in the pathogenesis 
of lithocholate-induced cholestasis. Lab Invest, 43, 73-81. 
KAKIS, G. & YOUSEF, I. M. 1978. Pathogenesis of lithocholate- and taurolithocholate-
induced intrahepatic cholestasis in rats. Gastroenterology, 75, 595-607. 
KAUER, W. K., PETERS, J. H., DEMEESTER, T. R., IRELAND, A. P., BREMNER, C. 
G. & HAGEN, J. A. 1995. Mixed reflux of gastric and duodenal juices is more 
harmful to the esophagus than gastric juice alone. The need for surgical therapy 
re-emphasized. Ann Surg, 222, 525-31; discussion 531-3. 
KAUR, B. S., OUATU-LASCAR, R., OMARY, M. B. & TRIADAFILOPOULOS, G. 
2000. Bile salts induce or blunt cell proliferation in Barrett's esophagus in an acid-
dependent fashion. Am J Physiol Gastrointest Liver Physiol, 278, G1000-9. 
KEATINGS, V. M., COLLINS, P. D., SCOTT, D. M. & BARNES, P. J. 1996. 
Differences in interleukin-8 and tumor necrosis factor-alpha in induced sputum 
from patients with chronic obstructive pulmonary disease or asthma. Am J Respir 
Crit Care Med, 153, 530-4. 
KEMP, B., WINKLER, M., MAAS, A., MAUL, H., RUCK, P., REINEKE, T. & RATH, 
W. 2002. Cytokine concentrations in the amniotic fluid during parturition at term: 
correlation to lower uterine segment values and to labor. Acta Obstet Gynecol 
Scand, 81, 938-42. 
KHAIR, O. A., DEVALIA, J. L., ABDELAZIZ, M. M., SAPSFORD, R. J. & DAVIES, 
R. J. 1995. Effect of erythromycin on Haemophilus influenzae endotoxin-induced 
release of IL-6, IL-8 and sICAM-1 by cultured human bronchial epithelial cells. 
Eur Respir J, 8, 1451-7. 
166 
 
KHALIFAH, A. P., HACHEM, R. R., CHAKINALA, M. M., SCHECHTMAN, K. B., 
PATTERSON, G. A., SCHUSTER, D. P., MOHANAKUMAR, T., TRULOCK, 
E. P. & WALTER, M. J. 2004. Respiratory viral infections are a distinct risk for 
bronchiolitis obliterans syndrome and death. Am J Respir Crit Care Med, 170, 
181-7. 
KILJANDER, T. O., SALOMAA, E. R., HIETANEN, E. K., OVASKA, J., HELENIUS, 
H. & LIIPPO, K. 2002. Gastroesophageal reflux and bronchial responsiveness: 
correlation and the effect of fundoplication. Respiration, 69, 434-9. 
KIRK, A. J. B., COLQUHOUN, I. W., CORRIS, P. A., HILTON, C. J. & DARK, J. H. 
1990. Impaired gastrointestinal motility in pulmonary transplantation. The Lancet, 
336, 752-752. 
KITA H, A. C., GLEICH GJ. 1998. Biology of eosinophils. In: MIDDLETON E JR, R. 
C., ELLIS EF, ET AL (ed.) Allergy: principles and practice. St. Louis Mosby  
KITADA, H., MIYATA, M., NAKAMURA, T., TOZAWA, A., HONMA, W., 
SHIMADA, M., NAGATA, K., SINAL, C. J., GUO, G. L., GONZALEZ, F. J. & 
YAMAZOE, Y. 2003. Protective role of hydroxysteroid sulfotransferase in 
lithocholic acid-induced liver toxicity. J Biol Chem, 278, 17838-44. 
KLOKKENBURG, J. J., HOEVE, H. L., FRANCKE, J., WIERINGA, M. H., 
BORGSTEIN, J. & FEENSTRA, L. 2009. Bile acids identified in middle ear 
effusions of children with otitis media with effusion. Laryngoscope, 119, 396-400. 
KLYNE, W. 1959. The chemistry of the 19-norsteroids. Proc R Soc Med, 52, 509-11. 
KNIGHT, P. R., DAVIDSON, B. A., NADER, N. D., HELINSKI, J. D., MARSCHKE, 
C. J., RUSSO, T. A., HUTSON, A. D., NOTTER, R. H. & HOLM, B. A. 2004. 
Progressive, severe lung injury secondary to the interaction of insults in gastric 
aspiration. Exp Lung Res, 30, 535-57. 
KOUFMAN, J. A. 1991. The otolaryngologic manifestations of gastroesophageal reflux 
disease (GERD): a clinical investigation of 225 patients using ambulatory 24-hour 
pH monitoring and an experimental investigation of the role of acid and pepsin in 
the development of laryngeal injury. Laryngoscope, 101, 1-78. 
KUBITZ, R., SUTFELS, G., KUHLKAMP, T., KOLLING, R. & HAUSSINGER, D. 
2004. Trafficking of the bile salt export pump from the Golgi to the canalicular 
membrane is regulated by the p38 MAP kinase. Gastroenterology, 126, 541-53. 
KULLAK-UBLICK, G. A., STIEGER, B. & MEIER, P. J. 2004. Enterohepatic bile salt 
transporters in normal physiology and liver disease. Gastroenterology, 126, 322-
42. 
LAPRE, J. A., TERMONT, D. S., GROEN, A. K. & VAN DER MEER, R. 1992. Lytic 
effects of mixed micelles of fatty acids and bile acids. Am J Physiol, 263, G333-7. 
LARSON, J. M., TAVAKKOLI, A., DRANE, W. E., TOSKES, P. P. & MOSHIREE, B. 
2010. Advantages of azithromycin over erythromycin in improving the gastric 
emptying half-time in adult patients with gastroparesis. J Neurogastroenterol 
Motil, 16, 407-13. 
LAZARIDIS, K. N., STRAZZABOSCO, M. & LARUSSO, N. F. 2004. The 
cholangiopathies: disorders of biliary epithelia. Gastroenterology, 127, 1565-77. 
LEDSON, M. J., TRAN, J. & WALSHAW, M. J. 1998. Prevalence and mechanisms of 
gastro-oesophageal reflux in adult cystic fibrosis patients. J R Soc Med, 91, 7-9. 
LEE, A., WHYTE, M. K. & HASLETT, C. 1993. Inhibition of apoptosis and 
prolongation of neutrophil functional longevity by inflammatory mediators. J 
Leukoc Biol, 54, 283-8. 
LEFEBVRE, P., CARIOU, B., LIEN, F., KUIPERS, F. & STAELS, B. 2009. Role of bile 
acids and bile acid receptors in metabolic regulation. Physiol Rev, 89, 147-91. 
LESTER, R., ST PYREK, J., LITTLE, J. M. & ADCOCK, E. W. 1983. Diversity of bile 
acids in the fetus and newborn infant. J Pediatr Gastroenterol Nutr, 2, 355-64. 
167 
 
LEUENROTH, S., LEE, C., GRUTKOSKI, P., KEEPING, H. & SIMMS, H. H. 1998. 
Interleukin-8-induced suppression of polymorphonuclear leukocyte apoptosis is 
mediated by suppressing CD95 (Fas/Apo-1) Fas-1 interactions. Surgery, 124, 409-
17. 
LEVINE, S. J. 1995. Bronchial epithelial cell-cytokine interactions in airway 
inflammation. J Investig Med, 43, 241-9. 
LEWIS, S. J. & HEATON, K. W. 1999. The metabolic consequences of slow colonic 
transit. Am J Gastroenterol, 94, 2010-6. 
LI, B., HARTWIG, M. G., APPEL, J. Z., BUSH, E. L., BALSARA, K. R., 
HOLZKNECHT, Z. E., COLLINS, B. H., HOWELL, D. N., PARKER, W., LIN, 
S. S. & DAVIS, R. D. 2008. Chronic aspiration of gastric fluid induces the 
development of obliterative bronchiolitis in rat lung transplants. Am J Transplant, 
8, 1614-21. 
LJUBUNCIC, P., FUHRMAN, B., OIKNINE, J., AVIRAM, M. & BOMZON, A. 1996. 
Effect of deoxycholic acid and ursodeoxycholic acid on lipid peroxidation in 
cultured macrophages. Gut, 39, 475-8. 
LORDAN, J. L., BUCCHIERI, F., RICHTER, A., KONSTANTINIDIS, A., 
HOLLOWAY, J. W., THORNBER, M., PUDDICOMBE, S. M., BUCHANAN, 
D., WILSON, S. J., DJUKANOVIC, R., HOLGATE, S. T. & DAVIES, D. E. 
2002. Cooperative effects of Th2 cytokines and allergen on normal and asthmatic 
bronchial epithelial cells. J Immunol, 169, 407-14. 
MAHESHWARI, A., CHRISTENSEN, R. D. & CALHOUN, D. A. 2003. ELR+ CXC 
chemokines in human milk. Cytokine, 24, 91-102. 
MAHESHWARI, A., LU, W., LACSON, A., BARLEYCORN, A. A., NOLAN, S., 
CHRISTENSEN, R. D. & CALHOUN, D. A. 2002. Effects of interleukin-8 on the 
developing human intestine. Cytokine, 20, 256-67. 
MALFROOT, A. & DAB, I. 1991. New insights on gastro-oesophageal reflux in cystic 
fibrosis by longitudinal follow up. Arch Dis Child, 66, 1339-45. 
MCNAMARA, P. S., KICIC, A., SUTANTO, E. N., STEVENS, P. T. & STICK, S. M. 
2008. Comparison of techniques for obtaining lower airway epithelial cells from 
children. European Respiratory Journal, 32, 763-768. 
MCQUIBBAN, G. A., GONG, J. H., WONG, J. P., WALLACE, J. L., CLARK-LEWIS, 
I. & OVERALL, C. M. 2002. Matrix metalloproteinase processing of monocyte 
chemoattractant proteins generates CC chemokine receptor antagonists with anti-
inflammatory properties in vivo. Blood, 100, 1160-7. 
MEACHERY, G., DE SOYZA, A., NICHOLSON, A., PARRY, G., HASAN, A., 
TOCEWICZ, K., PILLAY, T., CLARK, S., LORDAN, J. L., SCHUELER, S., 
FISHER, A. J., DARK, J. H., GOULD, F. K. & CORRIS, P. A. 2008. Outcomes 
of lung transplantation for cystic fibrosis in a large UK cohort. Thorax, 63, 725-
31. 
MERTENS, V., BLONDEAU, K., VANAUDENAERDE, B., VOS, R., FARRE, R., 
PAUWELS, A., VERLEDEN, G., VAN RAEMDONCK, D., DUPONT, L. & 
SIFRIM, D. 2010. Gastric juice from patients "on" acid suppressive therapy can 
still provoke a significant inflammatory reaction by human bronchial epithelial 
cells. J Clin Gastroenterol, 44, e230-5. 
METHENY, N. A., CHANG, Y.-H., YE, J. S., EDWARDS, S. J., DEFER, J., DAHMS, 
T. E., STEWART, B. J., STONE, K. S. & CLOUSE, R. E. 2002. Pepsin as a 
marker for pulmonary aspiration. American Journal of Critical Care, 11, 150-4. 
MICHIE, C. A., TANTSCHER, E., SCHALL, T. & ROT, A. 1998. Physiological 
secretion of chemokines in human breast milk. Eur Cytokine Netw, 9, 123-9. 
MILLS, P. R., DAVIES, R. J. & DEVALIA, J. L. 1999. Airway epithelial cells, 
cytokines, and pollutants. Am J Respir Crit Care Med, 160, S38-43. 
168 
 
MIYAI, K., RICHARDSON, A. L., MAYR, W. & JAVITT, N. B. 1977. Subcellular 
pathology of rat liver in cholestasis and choleresis induced by bile salts. 1. Effects 
of lithocholic, 3beta-hydroxy-5-cholenoic, cholic, and dehydrocholic acids. Lab 
Invest, 36, 249-58. 
MUD, H. J., KRANENDONK, S. E., OBERTOP, H., VAN HOUTEN, H. & 
WESTBROEK, D. L. 1982. Active trypsin and reflux oesophagitis: an 
experimental study in rats. Br J Surg, 69, 269-72. 
NAVARRO, J., RAINISIO, M., HARMS, H. K., HODSON, M. E., KOCH, C., 
MASTELLA, G., STRANDVIK, B. & MCKENZIE, S. G. 2001. Factors 
associated with poor pulmonary function: cross-sectional analysis of data from the 
ERCF. European Epidemiologic Registry of Cystic Fibrosis. Eur Respir J, 18, 
298-305. 
NAWROT, T. S., VOS, R., JACOBS, L., VERLEDEN, S. E., WAUTERS, S., 
MERTENS, V., DOOMS, C., HOET, P. H., VAN RAEMDONCK, D. E., FAES, 
C., DUPONT, L. J., NEMERY, B., VERLEDEN, G. M. & VANAUDENAERDE, 
B. M. 2011. The impact of traffic air pollution on bronchiolitis obliterans 
syndrome and mortality after lung transplantation. Thorax. 
NEEMAN, A. & KADISH, U. 1987. Marked eosinophilia in a patient with primary 
sclerosing cholangitis. Am J Med, 83, 378-9. 
NEHRA, D., HOWELL, P., PYE, J. K. & BEYNON, J. 1998. Assessment of combined 
bile acid and pH profiles using an automated sampling device in gastro-
oesophageal reflux disease. Br J Surg, 85, 134-7. 
NEUBERGER, J. 1999. Eosinophils and primary biliary cirrhosis-stoking the fire? 
Hepatology, 30, 335-7. 
NISHIGAKI, Y., OHNISHI, H., MORIWAKI, H. & MUTO, Y. 1996. Ursodeoxycholic 
acid corrects defective natural killer activity by inhibiting prostaglandin E2 
production in primary biliary cirrhosis. Dig Dis Sci, 41, 1487-93. 
NOGUCHI, H., KEPHART, G. M., COLBY, T. V. & GLEICH, G. J. 1992. Tissue 
eosinophilia and eosinophil degranulation in syndromes associated with fibrosis. 
Am J Pathol, 140, 521-8. 
NONOMURA, A., KONO, N., MIZUKAMI, Y. & NAKANUMA, Y. 1996. Histological 
changes of the liver in experimental graft-versus-host disease across minor 
histocompatibility barriers. VIII. Role of eosinophil infiltration. Liver, 16, 42-7. 
NORDENHALL, C., POURAZAR, J., LEDIN, M. C., LEVIN, J. O., SANDSTROM, T. 
& ADELROTH, E. 2001. Diesel exhaust enhances airway responsiveness in 
asthmatic subjects. Eur Respir J, 17, 909-15. 
NOVICK, R. J., STITT, L. W., AL-KATTAN, K., KLEPETKO, W., SCHAFERS, H. J., 
DUCHATELLE, J. P., KHAGHANI, A., HARDESTY, R. L., PATTERSON, G. 
A. & YACOUB, M. H. 1998. Pulmonary retransplantation: predictors of graft 
function and survival in 230 patients. Pulmonary Retransplant Registry. Ann 
Thorac Surg, 65, 227-34. 
O'HALLORAN, E. K., REYNOLDS, J. D., LAU, C. L., MANSON, R. J., DAVIS, R. D., 
PALMER, S. M., PAPPAS, T. N., CLARY, E. M. & EUBANKS, W. S. 2004. 
Laparoscopic Nissen fundoplication for treating reflux in lung transplant 
recipients. J Gastrointest Surg, 8, 132-7. 
O'SULLIVAN, B. P. & FREEDMAN, S. D. 2009. Cystic fibrosis. Lancet, 373, 1891-904. 
OELBERG, D. G., DOWNEY, S. A., FLYNN, M. M., OELBERG, D. G., DOWNEY, S. 
A. & FLYNN, M. M. 1990. Bile salt-induced intracellular Ca++ accumulation in 
type II pneumocytes. Lung, 168, 297-308. 
OHRUI, T., YAMAYA, M., SUZUKI, T., SEKIZAWA, K., FUNAYAMA, T., SEKINE, 
H. & SASAKI, H. 1997. Mechanisms of gastric juice-induced hyperpermeability 
of the cultured human tracheal epithelium. Chest, 111, 454-9. 
169 
 
OKAZAKI, M., GELMAN, A. E., TIETJENS, J. R., IBRICEVIC, A., KORNFELD, C. 
G., HUANG, H. J., RICHARDSON, S. B., LAI, J., GARBOW, J. R., 
PATTERSON, G. A., KRUPNICK, A. S., BRODY, S. L. & KREISEL, D. 2007. 
Maintenance of airway epithelium in acutely rejected orthotopic vascularized 
mouse lung transplants. Am J Respir Cell Mol Biol, 37, 625-30. 
PALMER, R. H. & RUBAN, Z. 1966. Production of bile duct hyperplasia and gallstones 
by lithocholic acid. J Clin Invest, 45, 1255-67. 
PALMER, S. M., MIRALLES, A. P., HOWELL, D. N., BRAZER, S. R., TAPSON, V. F. 
& DAVIS, R. D. 2000. Gastroesophageal reflux as a reversible cause of allograft 
dysfunction after lung transplantation. Chest, 118, 1214-7. 
PARK, R. W. & GRAND, R. J. 1981. Gastrointestinal manifestations of cystic fibrosis: a 
review. Gastroenterology, 81, 1143-61. 
PEARSON, J. E. & WILSON, R. S. 1971. Diffuse pulmonary fibrosis and hiatus hernia. 
Thorax, 26, 300-5. 
PEARSON, J. P., PARIKH, S., ORLANDO, R. C., JOHNSTON, N., ALLEN, J., 
TINLING, S. P., BELAFSKY, P., AREVALO, L. F., SHARMA, N., CASTELL, 
D. O., FOX, M., HARDING, S. M., MORICE, A. H., WATSON, M. G., 
SHIELDS, M. D., BATEMAN, N., MCCALLION, W. A., VAN WIJK, M. P., 
WENZL, T. G., KARKOS, P. D. & BELAFSKY, P. C. 2011. Review article: 
reflux and its consequences--the laryngeal, pulmonary and oesophageal 
manifestations. Conference held in conjunction with the 9th International 
Symposium on Human Pepsin (ISHP) Kingston-upon-Hull, UK, 21-23 April 
2010. Aliment Pharmacol Ther, 33 Suppl 1, 1-71. 
PEARSON, J. P., PARIKH, SHRUTI, ROBERTSON, ANDREW, G.N., STOVOLD, 
RACHEL, BROWNLEE, IAIN, A. 2010. Pepsins. In: JOHNSTON N., T., R. 
(ed.) Effect, Diagnosis and Management of Extra-Esophageal Reflux. New York: 
Nova Sciences Publishers. 
PERNG, D. W., CHANG, K. T., SU, K. C., WU, Y. C., WU, M. T., HSU, W. H., TSAI, 
C. M. & LEE, Y. C. 2007. Exposure of airway epithelium to bile acids associated 
with gastroesophageal reflux symptoms: a relation to transforming growth factor-
beta1 production and fibroblast proliferation. Chest, 132, 1548-56. 
PIPER, D. W. & FENTON, B. H. 1965. pH stability and activity curves of pepsin with 
special reference to their clinical importance. Gut, 6, 506-8. 
POREMBKA, D. T., KIER, A., SEHLHORST, S., BOYCE, S., ORLOWSKI, J. P. & 
DAVIS, K., JR. 1993. The pathophysiologic changes following bile aspiration in a 
porcine lung model. Chest, 104, 919-24. 
POTLURI, S., FRIEDENBERG, F., PARKMAN, H. P., CHANG, A., MACNEAL, R., 
MANUS, C., BROMER, M. Q., MALIK, A., FISHER, R. S., NUGENT, T., 
THANGADA, V. K., KUEPPERS, F. & MILLER, L. S. 2003. Comparison of a 
salivary/sputum pepsin assay with 24-hour esophageal pH monitoring for 
detection of gastric reflux into the proximal esophagus, oropharynx, and lung. Dig 
Dis Sci, 48, 1813-7. 
POWER, J. C., HARLEY, A.D., MYERS, D.V., 1977. Advances in Medicine and 
Biology. 
RAJU, U., LEVITZ, M. & JAVITT, N. B. 1990. Bile acids in human breast cyst fluid: the 
identification of lithocholic acid. J Clin Endocrinol Metab, 70, 1030-4. 
RATJEN, F. 2009. Update in cystic fibrosis 2008. Am J Respir Crit Care Med, 179, 445-
8. 
RAUFMAN, J. P., CHENG, K. & ZIMNIAK, P. 2003. Activation of muscarinic receptor 
signaling by bile acids: physiological and medical implications. Dig Dis Sci, 48, 
1431-44. 
170 
 
REID, K. R., MCKENZIE, F. N., MENKIS, A. H., NOVICK, R. J., PFLUGFELDER, P. 
W., KOSTUK, W. J. & AHMAD, D. 1990. Importance of chronic aspiration in 
recipients of heart-lung transplants. Lancet, 336, 206-8. 
RESARCHER, R. 2008. An Overview of Bile Acid Synthesis, Chemistry and Function 
In: HARDIE, G. J. A. L. J. (ed.) Bile Acids Toxicology and Bioactivity. 
Cambridge: Royal Society of Chemistry  
RIISE, G. C., WILLIAMS, A., KJELLSTROM, C., SCHERSTEN, H., ANDERSSON, B. 
A. & KELLY, F. J. 1998. Bronchiolitis obliterans syndrome in lung transplant 
recipients is associated with increased neutrophil activity and decreased 
antioxidant status in the lung. Eur Respir J, 12, 82-8. 
RINALDI, M., MARTINELLI, L., VOLPATO, G., PEDERZOLLI, C., SILVESTRI, M., 
PEDERZOLLI, N., ARBUSTINI, E. & VIGANO, M. 1995. Gastro-esophageal 
reflux as cause of obliterative bronchiolitis: a case report. Transplant Proc, 27, 
2006-7. 
ROBERTSON, A. G., GRIFFIN, S. M., MURPHY, D. M., PEARSON, J. P., FORREST, 
I. A., DARK, J. H., CORRIS, P. A. & WARD, C. 2009. Targeting allograft injury 
and inflammation in the management of post-lung transplant bronchiolitis 
obliterans syndrome. Am J Transplant, 9, 1272-8. 
ROSZTOCZY, A., MAKK, L., IZBEKI, F., ROKA, R., SOMFAY, A. & WITTMANN, 
T. 2008. Asthma and gastroesophageal reflux: clinical evaluation of esophago-
bronchial reflex and proximal reflux. Digestion, 77, 218-24. 
ROY, C. C., WEBER, A. M., MORIN, C. L., COMBES, J. C., NUSSLE, D., 
MEGEVAND, A. & LASALLE, R. 1977. Abnormal biliary lipid composition in 
cystic fibrosis. Effect of pancreatic enzymes. N Engl J Med, 297, 1301-5. 
RUIZ, L. M., BEDOYA, G., SALAZAR, J., GARCIA DE, O. D. & PATINO, P. J. 2002. 
Dexamethasone inhibits apoptosis of human neutrophils induced by reactive 
oxygen species. Inflammation, 26, 215-22. 
RUSSELL, D. W. & SETCHELL, K. D. 1992. Bile acid biosynthesis. Biochemistry, 31, 
4737-49. 
SADOUN, D., VALEYRE, D., CARGILL, J., VOLTER, F., AMOUROUX, J. & 
BATTESTI, J. P. 1988. [Bronchiolitis obliterans with cryptogenetic-like 
organizing pneumonia. Demonstration of gastro-esophageal reflux in 5 cases]. 
Presse Med, 17, 2383-5. 
SAINI, S. P., SONODA, J., XU, L., TOMA, D., UPPAL, H., MU, Y., REN, S., MOORE, 
D. D., EVANS, R. M. & XIE, W. 2004. A novel constitutive androstane receptor-
mediated and CYP3A-independent pathway of bile acid detoxification. Mol 
Pharmacol, 65, 292-300. 
SAKISAKA, S., KOGA, H., SASATOMI, K., MIMURA, Y., KAWAGUCHI, T. & 
TANIKAWA, K. 1997. Biliary secretion of endotoxin and pathogenesis of 
primary biliary cirrhosis. Yale J Biol Med, 70, 403-8. 
SCHUETZ, E. G., STROM, S., YASUDA, K., LECUREUR, V., ASSEM, M., BRIMER, 
C., LAMBA, J., KIM, R. B., RAMACHANDRAN, V., KOMOROSKI, B. J., 
VENKATARAMANAN, R., CAI, H., SINAL, C. J., GONZALEZ, F. J. & 
SCHUETZ, J. D. 2001. Disrupted bile acid homeostasis reveals an unexpected 
interaction among nuclear hormone receptors, transporters, and cytochrome P450. 
J Biol Chem, 276, 39411-8. 
SCOTT, R. B., O'LOUGHLIN, E. V. & GALL, D. G. 1985. Gastroesophageal reflux in 
patients with cystic fibrosis. J Pediatr, 106, 223-7. 
SETCHELL, K. D., DUMASWALA, R., COLOMBO, C. & RONCHI, M. 1988. Hepatic 
bile acid metabolism during early development revealed from the analysis of 
human fetal gallbladder bile. J Biol Chem, 263, 16637-44. 
171 
 
SETCHELL, K. D., SMETHURST, P., GIUNTA, A. M. & COLOMBO, C. 1985. Serum 
bile acid composition in patients with cystic fibrosis. Clin Chim Acta, 151, 101-
10. 
SIFRIM, D., CASTELL, D., DENT, J. & KAHRILAS, P. J. 2004. Gastro-oesophageal 
reflux monitoring: review and consensus report on detection and definitions of 
acid, non-acid, and gas reflux. Gut, 53, 1024-31. 
SIFRIM, D., DUPONT, L., BLONDEAU, K., ZHANG, X., TACK, J. & JANSSENS, J. 
2005. Weakly acidic reflux in patients with chronic unexplained cough during 24 
hour pressure, pH, and impedance monitoring. Gut, 54, 449-54. 
SINAL, C. J., TOHKIN, M., MIYATA, M., WARD, J. M., LAMBERT, G. & 
GONZALEZ, F. J. 2000. Targeted disruption of the nuclear receptor FXR/BAR 
impairs bile acid and lipid homeostasis. Cell, 102, 731-44. 
SITAL, R. R., KUSTERS, J. G., DE ROOIJ, F. W., KUIPERS, E. J. & SIERSEMA, P. D. 
2006. Bile acids and Barrett's oesophagus: a sine qua non or coincidence? Scand J 
Gastroenterol Suppl, 11-7. 
SJOVALL, J. 1959. Dietary glycine and taurine on bile acid conjugation in man; bile 
acids and steroids 75. Proc Soc Exp Biol Med, 100, 676-8. 
SMALLEY, C. A., BROWN, G. A., PARKES, M. E., TEASE, H., BROOKES, V. & 
ANDERSON, C. M. 1978. Reduction of bile acid loss in cystic fibrosis by dietary 
means. Arch Dis Child, 53, 477-82. 
SMIRNOVA, M. G., BIRCHALL, J. P. & PEARSON, J. P. 2002. In vitro study of IL-8 
and goblet cells: possible role of IL-8 in the aetiology of otitis media with 
effusion. Acta Otolaryngol, 122, 146-52. 
SMIRNOVA, M. G., KISELEV, S. L., BIRCHALL, J. P. & PEARSON, J. P. 2001. Up-
regulation of mucin secretion in HT29-MTX cells by the pro-inflammatory 
cytokines tumor necrosis factor-alpha and interleukin-6. Eur Cytokine Netw, 12, 
119-25. 
SOUSA, A. R., LANE, S. J., NAKHOSTEEN, J. A., YOSHIMURA, T., LEE, T. H. & 
POSTON, R. N. 1994. Increased expression of the monocyte chemoattractant 
protein-1 in bronchial tissue from asthmatic subjects. Am J Respir Cell Mol Biol, 
10, 142-7. 
SRIVASTAVA, M. D., SRIVASTAVA, A., BROUHARD, B., SANETO, R., GROH-
WARGO, S. & KUBIT, J. 1996. Cytokines in human milk. Res Commun Mol 
Pathol Pharmacol, 93, 263-87. 
STAMP, D. H. 2002. Three hypotheses linking bile to carcinogenesis in the 
gastrointestinal tract: certain bile salts have properties that may be used to 
complement chemotherapy. Med Hypotheses, 59, 398-405. 
STATHOPOULOU, P. G., BENAKANAKERE, M. R., GALICIA, J. C. & KINANE, D. 
F. 2010. Epithelial cell pro-inflammatory cytokine response differs across dental 
plaque bacterial species. J Clin Periodontol, 37, 24-9. 
STAUDINGER, J. L., GOODWIN, B., JONES, S. A., HAWKINS-BROWN, D., 
MACKENZIE, K. I., LATOUR, A., LIU, Y., KLAASSEN, C. D., BROWN, K. 
K., REINHARD, J., WILLSON, T. M., KOLLER, B. H. & KLIEWER, S. A. 
2001. The nuclear receptor PXR is a lithocholic acid sensor that protects against 
liver toxicity. Proc Natl Acad Sci U S A, 98, 3369-74. 
STEIN, H. J., KAUER, W. K., FEUSSNER, H. & SIEWERT, J. R. 1998. Bile reflux in 
benign and malignant Barrett's esophagus: effect of medical acid suppression and 
nissen fundoplication. J Gastrointest Surg, 2, 333-41. 
STEINBERG, A. G. & BROWN, D. C. 1960. On the Incidence of Cystic Fibrosis of the 
Pancreas. Am J Hum Genet, 12, 416-24. 
STOVOLD, R., FORREST, I. A., CORRIS, P. A., MURPHY, D. M., SMITH, J. A., 
DECALMER, S., JOHNSON, G. E., DARK, J. H., PEARSON, J. P. & WARD, 
172 
 
C. 2007. Pepsin, a biomarker of gastric aspiration in lung allografts: a putative 
association with rejection. Am J Respir Crit Care Med, 175, 1298-303. 
STRANDVIK, B. & SAMUELSON, K. 1985. Fasting serum bile acid levels in relation to 
liver histopathology in cystic fibrosis. Scand J Gastroenterol, 20, 381-4. 
SUTANTO, E. N., KICIC, A., FOO, C. J., STEVENS, P. T., MULLANE, D., KNIGHT, 
D. A., STICK, S. M. & ON BEHALF OF THE AUSTRALIAN RESPIRATORY 
EARLY SURVEILLANCE TEAM FOR CYSTIC, F. 2011. Innate Inflammatory 
Responses of Pediatric Cystic Fibrosis Airway Epithelial Cells: Effects of Non-
Viral and Viral Stimulation. Am. J. Respir. Cell Mol. Biol., 2010-0368OC. 
SWEET, M. P., PATTI, M. G., HOOPES, C., HAYS, S. R. & GOLDEN, J. A. 2009. 
Gastro-oesophageal reflux and aspiration in patients with advanced lung disease. 
Thorax, 64, 167-73. 
SZECSI, P. B. 1992. The aspartic proteases. Scandinavian journal of clinical and 
laboratory investigation. Supplementum, 210, 5-22. 
TASKER, A., DETTMAR, P. W., PANETTI, M., KOUFMAN, J. A., BIRCHALL, J. P. 
& PEARSON, J. P. 2002a. Reflux of gastric juice and glue ear in children. Lancet, 
359, 493. 
TASKER, A., DETTMAR, P. W., PANETTI, M., KOUFMAN, J. A., J, P. B. & 
PEARSON, J. P. 2002b. Is gastric reflux a cause of otitis media with effusion in 
children? Laryngoscope, 112, 1930-4. 
TERASAKI, S., NAKANUMA, Y., YAMAZAKI, M. & UNOURA, M. 1993. 
Eosinophilic infiltration of the liver in primary biliary cirrhosis: a morphological 
study. Hepatology, 17, 206-12. 
TOBIN, R. W., POPE, C. E., 2ND, PELLEGRINI, C. A., EMOND, M. J., SILLERY, J. 
& RAGHU, G. 1998. Increased prevalence of gastroesophageal reflux in patients 
with idiopathic pulmonary fibrosis. Am J Respir Crit Care Med, 158, 1804-8. 
TRAUNER, M. & BOYER, J. L. 2003. Bile salt transporters: molecular characterization, 
function, and regulation. Physiol Rev, 83, 633-71. 
TRIADAFILOPOULOS, G. 2001. Acid and bile reflux in Barrett's esophagus: a tale of 
two evils. Gastroenterology, 121, 1502-6. 
TRULOCK, E. P., EDWARDS, L. B., TAYLOR, D. O., BOUCEK, M. M., KECK, B. M. 
& HERTZ, M. I. 2005. Registry of the International Society for Heart and Lung 
Transplantation: twenty-second official adult lung and heart-lung transplant 
report--2005. J Heart Lung Transplant, 24, 956-67. 
TRULOCK, E. P., EDWARDS, L. B., TAYLOR, D. O., BOUCEK, M. M., KECK, B. M. 
& HERTZ, M. I. 2006. Registry of the International Society for Heart and Lung 
Transplantation: twenty-third official adult lung and heart-lung transplantation 
report--2006. J Heart Lung Transplant, 25, 880-92. 
TSELEPIS, C., MORRIS, C. D., WAKELIN, D., HARDY, R., PERRY, I., LUONG, Q. 
T., HARPER, E., HARRISON, R., ATTWOOD, S. E. & JANKOWSKI, J. A. 
2003. Upregulation of the oncogene c-myc in Barrett's adenocarcinoma: induction 
of c-myc by acidified bile acid in vitro. Gut, 52, 174-80. 
TUTUIAN, R., MAINIE, I., AGRAWAL, A., ADAMS, D. & CASTELL, D. O. 2006. 
Nonacid reflux in patients with chronic cough on acid-suppressive therapy. Chest, 
130, 386-91. 
VAGAGGINI, B., PAGGIARO, P. L., GIANNINI, D., FRANCO, A. D., CIANCHETTI, 
S., CARNEVALI, S., TACCOLA, M., BACCI, E., BANCALARI, L., DENTE, F. 
L. & GIUNTINI, C. 1996. Effect of short-term NO2 exposure on induced sputum 
in normal, asthmatic and COPD subjects. Eur Respir J, 9, 1852-7. 
VEALE, D., GLASPER, P. N., GASCOIGNE, A., DARK, J. H., GIBSON, G. J. & 
CORRIS, P. A. 1993. Ciliary beat frequency in transplanted lungs. Thorax, 48, 
629-31. 
173 
 
VENTURI, M., HAMBLY, R. J., GLINGHAMMAR, B., RAFTER, J. J. & ROWLAND, 
I. R. 1997. Genotoxic activity in human faecal water and the role of bile acids: a 
study using the alkaline comet assay. Carcinogenesis, 18, 2353-9. 
VERLEDEN, G. M. & DUPONT, L. J. 2006. Inhaled cyclosporine in lung 
transplantation. N Engl J Med, 354, 1752-3; author reply 1752-3. 
VERLEDEN, G. M., DUPONT, L. J. & VAN RAEMDONCK, D. E. 2005. Is it 
bronchiolitis obliterans syndrome or is it chronic rejection: a reappraisal? Eur 
Respir J, 25, 221-4. 
VESSEY, D. A., CRISSEY, M. H. & ZAKIM, D. 1977. Kinetic studies on the enzymes 
conjugating bile acids with taurine and glycine in bovine liver. Biochem J, 163, 
181-3. 
VIC, P., TASSIN, E., TURCK, D., GOTTRAND, F., LAUNAY, V. & FARRIAUX, J. P. 
1995. [Frequency of gastroesophageal reflux in infants and in young children with 
cystic fibrosis]. Arch Pediatr, 2, 742-6. 
VISCARDI, R. M., LYON, N. H., SUN, C. C., HEBEL, J. R. & HASDAY, J. D. 1997. 
Inflammatory cytokine mRNAs in surgical specimens of necrotizing enterocolitis 
and normal newborn intestine. Pediatr Pathol Lab Med, 17, 547-59. 
VOS, R., VANAUDENAERDE, B. M., VERLEDEN, S. E., DE VLEESCHAUWER, S. 
I., WILLEMS-WIDYASTUTI, A., VAN RAEMDONCK, D. E., SCHOONIS, A., 
NAWROT, T. S., DUPONT, L. J. & VERLEDEN, G. M. 2011. A randomised 
controlled trial of azithromycin to prevent chronic rejection after lung 
transplantation. Eur Respir J, 37, 164-72. 
VU, T. H., SHIPLEY, J. M., BERGERS, G., BERGER, J. E., HELMS, J. A., 
HANAHAN, D., SHAPIRO, S. D., SENIOR, R. M. & WERB, Z. 1998. MMP-
9/gelatinase B is a key regulator of growth plate angiogenesis and apoptosis of 
hypertrophic chondrocytes. Cell, 93, 411-22. 
WALTERS, E. H., REID, D., SOLTANI, A. & WARD, C. 2008. Angiogenesis: a 
potentially critical part of remodelling in chronic airway diseases? Pharmacol 
Ther, 118, 128-37. 
WANG, J. H., DEVALIA, J. L., XIA, C., SAPSFORD, R. J. & DAVIES, R. J. 1996. 
Expression of RANTES by human bronchial epithelial cells in vitro and in vivo 
and the effect of corticosteroids. Am J Respir Cell Mol Biol, 14, 27-35. 
WARD, C., FORREST, I. A., BROWNLEE, I. A., JOHNSON, G. E., MURPHY, D. M., 
PEARSON, J. P., DARK, J. H. & CORRIS, P. A. 2005. Pepsin like activity in 
bronchoalveolar lavage fluid is suggestive of gastric aspiration in lung allografts. 
Thorax, 60, 872-4. 
WATKINS, J. B., TERCYAK, A. M., SZCZEPANIK, P. & KLEIN, P. D. 1977. Bile salt 
kinetics in cystic fibrosis: influence of pancreatic enzyme replacement. 
Gastroenterology, 73, 1023-8. 
WEBER, A. M., ROY, C. C., CHARTRAND, L., LEPAGE, G., DUFOUR, O. L., 
MORIN, C. L. & LASALLE, R. 1976. Relationship between bile acid 
malabsorption and pancreatic insufficiency in cystic fibrosis. Gut, 17, 295-9. 
WEBER, A. M., ROY, C. C., MORIN, C. L. & LASALLE, R. 1973. Malabsorption of 
bile acids in children with cystic fibrosis. N Engl J Med, 289, 1001-5. 
WISE, J. L. & MURRAY, J. A. 2007. Utilising multichannel intraluminal impedance for 
diagnosing GERD: a review. Dis Esophagus, 20, 83-8. 
WU, Y. C., HSU, P. K., SU, K. C., LIU, L. Y., TSAI, C. C., TSAI, S. H., HSU, W. H., 
LEE, Y. C. & PERNG, D. W. 2009. Bile acid aspiration in suspected ventilator-
associated pneumonia. Chest, 136, 118-24. 
WYNNE, J. W., RAMPHAL, R. & HOOD, C. I. 1981. Tracheal mucosal damage after 
aspiration. A scanning electron Microscope study. Am Rev Respir Dis, 124, 728-
32. 
174 
 
XIE, W., RADOMINSKA-PANDYA, A., SHI, Y., SIMON, C. M., NELSON, M. C., 
ONG, E. S., WAXMAN, D. J. & EVANS, R. M. 2001. An essential role for 
nuclear receptors SXR/PXR in detoxification of cholestatic bile acids. Proc Natl 
Acad Sci U S A, 98, 3375-80. 
YAMAZAKI, K., GLEICH, G. J. & KITA, H. 2001. Bile acids induce eosinophil 
degranulation by two different mechanisms. Hepatology, 33, 582-90. 
YAMAZAKI, K., NAKADATE, I., SUZUKI, K., SATO, S. & MASUDA, T. 1996. 
Eosinophilia in primary biliary cirrhosis. Am J Gastroenterol, 91, 516-22. 
YATES, B., MURPHY, D. M., FORREST, I. A., WARD, C., RUTHERFORD, R. M., 
FISHER, A. J., LORDAN, J. L., DARK, J. H. & CORRIS, P. A. 2005. 
Azithromycin reverses airflow obstruction in established bronchiolitis obliterans 
syndrome. Am J Respir Crit Care Med, 172, 772-5. 
YOSHIKAWA, M., TSUJII, T., MATSUMURA, K., YAMAO, J., MATSUMURA, Y., 
KUBO, R., FUKUI, H. & ISHIZAKA, S. 1992. Immunomodulatory effects of 
ursodeoxycholic acid on immune responses. Hepatology, 16, 358-64. 
YOUNG, L. R., HADJILIADIS, D., DAVIS, R. D. & PALMER, S. M. 2003. Lung 
transplantation exacerbates gastroesophageal reflux disease. Chest, 124, 1689-93. 
YOUSEM, S. A., BERRY, G. J., CAGLE, P. T., CHAMBERLAIN, D., HUSAIN, A. N., 
HRUBAN, R. H., MARCHEVSKY, A., OHORI, N. P., RITTER, J., STEWART, 
S. & TAZELAAR, H. D. 1996. Revision of the 1990 working formulation for the 
classification of pulmonary allograft rejection: Lung Rejection Study Group. J 
Heart Lung Transplant, 15, 1-15. 
ZEIHER, B. G. & HORNICK, D. B. 1996. Pathogenesis of respiratory infections and host 
defenses. Curr Opin Pulm Med, 2, 166-73. 
ZHANG, F., ALTORKI, N. K., WU, Y. C., SOSLOW, R. A., SUBBARAMAIAH, K. & 
DANNENBERG, A. J. 2001. Duodenal reflux induces cyclooxygenase-2 in the 
esophageal mucosa of rats: Evidence for involvement of bile acids. 
Gastroenterology, 121, 1391-1399. 
ZHENG, L., ORSIDA, B., WHITFORD, H., LEVVEY, B., WARD, C., WALTERS, E. 
H., WILLIAMS, T. J. & SNELL, G. I. 2005. Longitudinal comparisons of 
lymphocytes and subtypes between airway wall and bronchoalveolar lavage after 
human lung transplantation. Transplantation, 80, 185-92. 
 
 
175 
 
Appendices 
176 
 
 
177 
 
 
 
178 
 
 
 
179 
 
 
 
180 
 
 
 
181 
 
 
 
182 
 
 
 
183 
 
 
 
 
 
184 
 
 
 
 
 
 
185 
 
 
 
